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XtTK-7'^^2=^D^07 f U> (/32m) £3- b'TSPfSiiM 

*-£ffl^£MHC class 1/^7?- m^Womfeli #{C4»^k 
LfcMHC class I/^y^ Xb? h-^ftW^CD8»ttTiiaUa©ttaj»C 

sfs^ * 9 - ic<t o l x t: h - -jms 0 2m%mm \y tzmmmm 

z. cnzvmmt, tKWM^mmm^mmm (ctd ^vmmznrz. # 
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mmm 

MHC (major his tocompat ibi 1 i ty complex) class (heavy chain; 

HO t&l^2U>fu7Vy (/3 2-microglobulin; /3 2m) j^6S:5ATn^7 
Id 2& 2i a= Ar ^OilOfg|^^Oj|IBllgm^M-k.»3:l#'=7o MHC class 1^ 

Y*W&tZZ.tiPT:%. -€-OMHC class I/^^ 

^*?&£ftU&(HH£TaiJB (CTL) ±© T cell receptor (TOO fc«fcoTRW£tt 
S^td^e., MHC class ISH^ckoTS^SnS^^Ftt (epit 
ope; SURftSai) J £ Of fin*. 

^^r/^Fifftfii TAP (transporter associated with antigen processing) t 

■?-«n?MHC class mm&£.ZfB2mtth\z£fef3MC class I/^^f 

0 2-5 #D^n7U>^k»JHC class I©fi#*BfiOSSf3ett©itfiii: 
H«©«HiaSiB^0t6Slk:!B!«!l**feL/TViS (B##«tl##i§ rfc&# : 

o ^^K^^LTV^V^©MHC class I^»37 < C©ig*^#'e«#SCT 
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MHC class I^tckoT^^n^^y^HTcb^Xtfh-^i, %>%>$m\z 

tr^^)V7,mm^ mizMtzft&mmtbx^^Fvz^yvmmm 

-•fit. MHC class l^t^^]^t(Dm^tm<, ^7^F<D%.*7 
tt£tl&fc>1*MHC class lft?t<Dm&$:&®%>T$ /^M£fr ofcAX©Xtf 

SUIT & D , L t> g ft© £ ft & t> tTTr lifc 

j3 2mf;:J;3MHC class I^±©^y^ F©££tt(D*|j!jn£^55i«i 

tz\%xm^, xtf h-y^y^H^MHC class I ^tfll^H^SUte^m 
£i&£r£«MHC class I/^y^h^^^W^^t^^nTV^ (Uger, R. 
A. and Barber, B. H., 1998, J. Immunol. 160: 1598-1605; White, J. et al., 
1999, J. Immunol. 162: 2671-2676; Kang, X. et al., 1997, Cancer Res. 57: 
202-205; Uger, R. A. et al., J. Immunol. 1999, 162: 6024-6028; 3fcffl#ff 
fil5, 869, 270-^-) 0 itie)0^Tlt i3 2mON^{CU>*-^LTXtf h-y 
(D^^mm^^^^Ct (Xtf y^j3 2m; epi tope-1 inked- jS 2m) 
("e/j3 2m" t%mz?%) lZ£?X, WlZMC class ^^©^-^©ll^xtf 

h-^zmLx^^^^mzitvx^mf)mMLciuz^^mmhm^^tt 
•fym^ztix^z. znztDm^xteiitLxXMmmm^ 

w\ xmwiz&^xft&m&nttmmmzvzt, nxw (inclusion body 
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MHC class ttJS«FS«CTL©7yfe-fi-t>^rfflT?**- « 

#«T©tt«#ll»CTL©««©»lCttiefe, KiMm7yfe< (limiting dil 
ution assay) £V>3**jWflV»SftT*fc#, untt-f >H M3"C®««0** 
MTOS^ti. «^^-<t^e», 1996¥lC«*Tf««©i;V»"MHC-clas 
s I/^^h* ■fb5^ , Jyi'i6# (fh7-7-) " CMHC class I/peptide te 
trameric complex (tetramer)] #H»*nfc (Altman J. D. et al., Science 2 
74: 94-96 (1996)) . £*UiMHC class l/^^Hffi'&tf Sbiotin-avidin©^ 

fcCftS&fclftV^trtTOBSttWS (Wilson, J. D. K. et al., J. Exp. Me 
d. 188: 785-790 (1998); Kuroda, M. J. et al., J. Exp. Med. 187: 1373-1381 
(1998)). Iffibh© MHC class IiHHr^TfflV^nWS MHC class 1/^ 

U S £> fc&Jjfc^?- H SJBUfc 3 #fc J:*-f > tfh D 7 >^{^TMHC 
class I/^^Fm&#£fe§SLWS. 

^ntCMbTT^XCDMHC class I^coV^TA^^O^-f ^^^^-^ffl 
V>, B£«f»<£>MHC class I/^^P*^©^®*^^*^^* (White> 
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J. et al., 1999, J. Immunol. 162: 2671-2676) . £©&T?»MHC class 1 2*1 
oT, ^(DMMftrmC class I/^7^K«£#JWe&n*. l^U m%W}%} 

f^^it^^XfAt (#^¥6-502990) «JL«**0«»*fllffl 

S^ft^^T^^^^— fcWrttfllSftTH&H (Punnonen, J. Genetic 
Vaccine Vector Engineering, #BfttttB8i&200100()6950#) . 

*56W#&«, xeh-7»£/3 2i:fe«fctfMHC class V 

-CMJI/X (rSeV) £ffl(^T> SeVKJ;&MHC class l/^Zf^Y^W. Rt^Xt! 
*%Wm*>te. HIV-l Nef43ckt«Bnv^>A 0 ^S*©Xtfh-7°€:F!lt, Xtfb 

fcxtfh-7l§£-/3 2mteu M^ffi±<Z)MHC class iailt^bTMHC class 1/ 
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Sfc, *5SW#S«, MHC class Ig^£f$gT5SeV^*-£$^u Htl 
<hXtf h-^ig^i3 2m^SeV^^^-^BiM#3«^a«Si±TMHC class 

i/^-?^ vm&fc*\E\w - mmvTzo $e>t, mhc class ia«©jgi»^«&^ 

^S-fr/cMSMHC class I«Hctf^>fta6K^^ KfctfiniUfc£^fcSeY 
^#*-fc«fc05SS£1i\ #e»nfcMHC class l/«.7?-\ t 1g&#&tt : ?><kL 
RPE&»7lf5?>£fl-l/TSg'&£ii\ MHC class iM^Fxh^T-fcgl 
^Lfcc £©MHC class 1/^73=- Fx CTL©^tB^<k^JtfifcffiiC 

HLA-A*2402£5B3H"SSeVtHIV-l Nef * >A°^ **©Xt! h-^^bTV> 
5/5 2m*56S-r*SeV^^^-&*3fAUfcittliatt, HIV-1 Nef^>WfJ3*©£- 

fcX tf /3 2m©^S:f8^fe £ 5, X fcf 1 — 0 2m£»M© 

^«»jn-r§ £ £ t <t-?-c Mtt^MT§mn#^wcTL©s^^fis-r 
#^yc«x^xh*^{r*5^§aeTM«fflT^s;i^^bT^§ 0 ew©M 

HC class lM^Hig^^fi#l*ITll^^-&^ili^^n^ TO^>^^ 
h*7^^>^^l3hbLT^©^V^^^^T§^<t^plHg«i:*^e»n^ ' 

o 

£ © J: 5 fc #56 bj# e, ft, ni?LI!it« \z £ V #) £X tf b - £ 2m 
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moMC class I/^^Htt^*«Jfibfc. S&fc#SgW#SfcJ\ ii#fiT© 
SHilWISfifttT* (CTL) ©tfcffifcJ^Mfc^JBfcMHC class 1/^ ' 

±lB©^3S&fcJBfrvrH«L&Xfc! h-^*fr&i3 2nSa»*«BISSlS©MHC class 

38S«M;P*^*-#<fctfMIC class iajH5^^^^X^^^-**««M6lc 

*56 w k:* t«#s n s ^ ^ ^ - ft ttffl-rntf, * w*MnteT?Br3® x tf 

/3 2m£cttfMHC class I/^H*m $t®#S»CTL©tfeW^<k^*©fc 
Sfcxtf h-^IS^ 13 2i««®e»SfflVi&yHC class Ifc<fc*fftJK«*© 

fcfetc $e»ic«-r>k*^cktxx^xk^-r©^^^-^A^bT, mn# 

( i) xtf h-y^j3 2mft^prtEt3--h*-r§piM«M»^-r^ 

(i) tiBife©^;^^*- 

(3) A55^y»x;^)fi«-fe>^w;^"e»*, (2) tiam©^-r;^ 

( 4 ) x tf b - ^KjRftwaBiafcj; o ntcx tr b-y^yx f ©t == y 
gts^sfctt-e©^^^ (i) (3) ©ivf n/WctB«s© r M>'i/7.^ 
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(5) xfcTh-yjWHIV-lO^^SSKOffi^^HT?**' <1> ( 

4) o^-rn^fciBWo^-f^^^^-- 

(6) Xtf : 2 4 £fc«2 6 tlB«©75 y^K^fc^© 

m^tS. (5) otk^'m;^^^ 

(7) XtfK-^^M^^^^H^^^^ (4) 

Hjgus^tf, (i) *»s (7) ©vvfn#fc3B«©tf-f;i';*^*-. 

(9) Xtf h-7&£j3 2m©£g££8n?&oT, 

(a) (i) ^e. (8) ©^rn^tiB®©^^^^^-^^^'* 

(b) tt^^^-]^X*n&^»«W*fett*© J Mth«^6, xtfh 

(10) (9) fcTO©#J*fc<k0££3ttfcXK h-y^32m, 

(11) X If h j3 2m£«£tJ* AfO^"7-©4i^T?$ot, 

(a) (i) (8) ®^rn^^iB«c©C7-i';^^^^-si«?L»^w 

(b) ^^^7^-^A^nfePi?L»iti«^fc^©«±^e., 

(1 2) MHC class I fill, fcitfXk! h-:/te^/3 2m£^ MHC class I/* 
(a) (1) ^e. (8) 0QVi1 tt n^f-fB«©^7^;l/X^^^-*i 1 i?L»jti« 

to»A-rsxg, 

fcMHC class 1/^7^ K*&#£laH!rt"*l6. S^tfm 

(i 3) mmm^mmmz, mhc cuss i mmz^tzv'Oiz^*-* 
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&\-r&XM&t<t>K&tS* (1 2) £tB!S<Z)#j£> 
(1 4) MHC class I li«iT'S5, (13) fcfB«®#ik 
(1 5) MHC class I aiI^kW>^SS^^ Hft*tt, (14) fcfBic© 

(16) MHC class I mf£#A24ft3fcttHLA class I fiJTefcS, (1 3) frb ( 

15) (D^tm^zmmo^m, 

(1 7) A24&3MLA class I S£tfA*2402S*T!**, (1 6) fcWft©** 

(18) kWMbSH^^H^tJMHC class I fig££ tf^XbT^I® 
, *itft*tf>fW class I m«S7t£$>>©#aETT^£1**Ig&S 
&fc«&tK (15) !CfBffc0;&fe 

d9) (i 2) a>& (i 8) ®\,*?nfr\zmm.(Djjmz&?)&m2ntc.wc cia 

ss 

(2 0) 4m&T«&%. (19) KlflB«©MHC class I/^^Htt^, 

(2D (i) fr*> (8) ©^'rn^icia*©^;^^^- do) ^ B 

«©Xfcrh-^^/32m, (1 9) mtc\Z (2 0) fc|B«©MHC class I 

(22) (i) #>e> (8) ©v^n^tB®©^^*^:*- uo) \m 

«©Xlf h-y^frj3 2m, &«V>tt (1 9) Sfc« (2 0) £fB«©MHC class I 

(2 3) en <8) m*?nfr\mmo?^)V7>^25'-tfMx-2ntcm 
(24) do) \zmm<D^h~^B^^2^mmmm^-rm^ 

(2 5) MHC class I S££3- FT53t^#*#«fc»ASnW*, (2 
3) Sfctt (2 4) fcfB«©» 

(2 6) MHC class I S£tf*IBIiB£ST?*3* (2 5) fci3«c©« 
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(2 7) MHC class I S&tfSH&MTi&S, (2 5) C|H«©» 

(2 8) mMtfmmmr&z, (2 3) #s (2 7) ®^-m*icB«©iwa 

o 

(29) (2 3) *>6 (2 8) ©Vvrtt#lcfB«0infiS^ taM^MflS 

(30) (23) *»6 (28) O^tnMZtZmoMMZ^tS&MM^ 

(3 1) (19) (2 0) fcfB*©MHC class Ktt£#*^tJ* 

^s«i:bT«, t«, b«, iis^, *fcWMmw»fc#a^tf&ft 

D#£L<«, Xlf h-^H^URtlwIItt (APO ti;D»$nfc^^H^fc 
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xtf h-^m^^2m^mmT^m.^m^-()^^^-mm't^^t^x^ 

3r»&©#ft (Miyake£, 1996, Proc. Natl. Acad. Sci. USA* 93#, 1 

994, 43-58H, #±4fc) ^S7r^>fH (Ad) 5S!$VA©«&£ 

fidie,ElROTM«S»<31kb©AdDNA*j#^42KbOnX5 HpAdexlcw (mtrKZ 
, 1994, »fiX^ 13#, 8#, 757-763H) «iSfe«IWKWIAtfSwaI«'r 

g\z&zmmRfo&®isi£&* mmzmmv, ^hictmu swaitct 
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wim&m^ 9wm&&m8L3-=-v b&&m<Djjfa (eia, eib© 

^<7x/C7^;i/^5^ (Ad5 dlXflc) ' ©DNA-*JSSaS«'&# (DNA-TPC) *Sf 
le.©^ (ft*-ff£>, 1994, ;^^"7-3.7^'>U-X4-3tfe?«At56S- 
#PlJr&, 43-58H, ¥±tt) JC«fcDPS1-5. £ M@»oT22IT? 

©&U -fe;i/7x^h^-/h (^rJl^XTft, *£x-7 j » ^£ffiV>T, 293 
MM\m\?% a MB, h7>X7x^3>bfc293«£MU ^©«£ 

X^) £, 24^1/- h^^^fe293Wc«$iir^o 30^t5E«^tfJg 

an6»3*ifc*n->&aft*r5. ^©2&^;ivUj££fflv>T, £D#*©293 

3^C7^;VX^tOViT, 1994, ;Wf7-ar^'>U 

-X4-3t^P*Xt»3S-<WHas, 43-58JC, ¥±ft) fc«fcO, #lffi&«U * 
?&—tLT%m'T:&Z> (Miyake£, 1996, Proc. Natl. Acad. Sci. USA, 93# 
, 1 320-1 324H ; KanegaeS, 1996, Acta Paediatr. Jpn, 38#, 182-188S) . 

mz*>, MTL&uhuvjfrz^*- (jb&#&, 1995, m&nmmm, 40 

#, 2508-2513H) , 7f;ll^W^^- (3E«£, 1995, 

fjt, 40#, 2532-2538H) fc££JflV>3 Z. tifiHt&o ^n&f^fcfllftSnfc* 
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^y^5/nT^^XSJBfi*r**Stl>Ttt, #S¥6-502069, #£¥6-95937 
, ^5p 6 -71429^e>nTV^„ m^A'tfD--7^<;UX^i[ii-rW^i:b 
Tte#&¥6-34727, #^¥6-505626^ ^>tlTV^. WkZ-?? JWttl't )V7, 
Zm&T&Jj&tLTte, #H¥5-308975^e»nTV^o MtLJtV^^ 
7> ^KiTT^^i: LTte, #^¥6-508039^ CtlT^^o 

0iR$nfcXtfh-^'&i3 2i^ 

^j32m^^-r;^^^^-^A-rn«, mmmzmmoxv h-^m^ 

Umm<D j3 2i#WN«i<h&3 £ 5 fcx tf h-^M^^-fr^ - ^ 
. /3 2i©M^>^;i/E^JMViTXtfh-^^^-&b, 

©mhc class imm<£>m%&&fc?zMxm& %m±mzmc class i/^y? 

F^#:^M>$n#^ClHli0if ^ilim^. #«MHC class ifiitteu £ 
n^^-H««^*m^^c±T^^^Tt)cJ:Vio #$M©MHC class I 

mmiztt^yimm^^FZtttoLTmu. tw>^b/tMHc class 1/ 
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Xfcf] — :7*S-&/3 2ni:flHfr&&0IIHC class ia«©ffl#©fltf£?**A?"fttf 

, Mffim.tttm<DMc cuss i/^^h^ft^fi^nso £©««> 

-M;i^^~£ffl^™C class I M£fg3i£it3*§£> 

-tutu iiaoxifh-^tt^eM^-rs^J^^^-fcra*. 
KUMI8«fc<, ffia©CK;i/*^*-*Jflv>* xtfh- 

:/|g£j3 2m*58SrtS£<Jl'X^#*---£MHC class I 

R-©^*-*>&xEh-:ra£02m£lfflC class 1 fiM£*fg 

^jtet-e^ftaa-r**^^^^--^** 1 *- mhc class 1 £M£bT&> 

«KC*IIRttfcH#» th^©5^B©fc»K:ttth©MHC class (HLA) 
£LV> 0 ^Jfi^C*ViT*fSM#5tt. MHC class lfr?t LTA24^ffiJLA cla 
ss I nm*m\ Xfc!h-:/£bT&, A24#D^ttHLA class I^fl:J:oTli 
$n^HIV-l**©Xt!h-^ffl^Cc fch©MHC class bSMin; 
m (human leukocyte antigen; HLA) fctf«n, #Sfc#fcttfc*A/W*. * 
O«f»mA-A*24O2t^5»^att0*A©»7«3WO. #3BEfc*V>T/t!V>& 
tl&MHC class iWRtbTtt, A24^ftHLA class I fill. #lCHLA-A* 2402/0* 

■frSXt! h-^*«fctf/*fc»MHC class I^H^jHRI"*- tfc«t 0, 

if$mmt>\$> iai«B« , 7'f^^5'-^''^i« abas 
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LTftfe^^bVifc^OlO^MHC class II*&fln?*S. £*U& a:fej;tf0 

©xtf h-^^j3 2mSfc«Xt!h-^^MHC class Ifi&£R«Mcxlf 
£Bfc££ii\ itrh-^|g'&fi2iSfc«Xlf h-^^MHC class ia«©#&£ 

, 0i| fri'Sx O S fc tt* ?<i V- $ 3 l> tt Af P * fc «^ h y -f V- © J&JB 

&£3@*©iH' h^o^^^-r^^^fen^o jm*«k:», il-2 

, IL-4, IL-7, IL-9, IL-15, IL-3, IL-5, & £ GM-CSFfc t^AfP^V-S 

(i> £fEil©^f;px^*-o 
<3> /x55^y^-f;ux38«-fe>^<'-f^Tf**» < 2 > 
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S^fOb^-f^-TJftS, <D #6 <3> ©v^n^^i2«<z)^^x 

<5> MttTJloP?-/^ MHC class TlM^< NKg&ffc -f > 

^_p^^ >(IL )_2, il-4, IL-7, IL-9, IL-15, IL-3, IL-5> :fc£tfGM-CSFfr £> 

<6> x£h-7#S&&3ft&MHC class iUg^flaraS 

, <5> izwrnw-ovx^??-* 

<7> ^tt^J^^-Ofil^TfftoT, (a) <1) ^6 <6> ©V^n 

<8> (7) \zmm<D%mz&r)£m2nrzftm&"?)i^'-o 

o> <i> a>s <6> o^?nfr\z&m<DV^ ?-&&^titcm$i 

^-f^tfijfcwt^fsis^nitetSA-rs^^^- <a#) '^s 
^v^;u^f-s-r§-fe>^-rc7-r;i/7i (sev) «*ia> ste^nx^^-^ 

bTB56OTl«)6*lW* (Kato, A. et al., EMBO J. 16: 578-598, 1997; ffl 
(R^H#^97/16538W«krXBIR^iB»#97/16539^) . SeV^^-&»Wi£ 

m&^tffe3:m&fc^m\znz> z. ttftzwc®, ^mzhmnx^z. sev^ 
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fc&STffclMfiSSttW* (Yu, D. et al., Genes Cells 2, 457-466 (1997) 

fcteA'yy-^>^cD^$M4 (flexibility) &£14ff-ttf>* U v ]^*&£o Hit 
tg^-T^SeV^^^-^ ^^DNA^^<<h%4kbp^t«ATO-r^D, 

mmizmmmL, mmmmommnx^ ¥-\zumisntc.mMM<Dtt^z 

n&mfc^vmmfe, Mmnmiz^xnm&?^~7 i rs&&zs&%tf 
i^oRNA^u^^— if (im&n) omii\z^xv^ ; kommzw-ox 
mmznzo z\n\$, ^y^^^)V7,ffim^^^.tm-s.^m\^u^z.t^ 
^lt43D, m.&fom\z&%mk^wm£(»&£mzmmmtf£vi£ 
^tmz-znz. m~iz. t>?^o^)i<7s\m&Mizt?xmm&xB05;% 
£.cz>z\ttf%\?,nx^2>^ hM;jtfLT(«M^. z\n\t%fz, m*£ 
m±>y^ ^^^(Dm^m^z^xi^vmmmiz^xm^umm^m 

&*1$m*t^O Z\n£X(Dm%\Z£?Xh^&1snx^Z> (Hurwitz, J. L. et 
al., Vaccine 15: 533-540, 1997) . •fe>* r -f>>r >X ©lift -fe> 
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fck MX.te/tyS.&W'OVZft (Paraayxoviridae) (D-ty^^f^^ (Send 
ai virus) , —a— # yTJl/^^JK* (Newcastle disease virus) ^ &fc.S>< 
)V7* (Mumps virus) , JS^^-OkX (Measles virus) , RS'MJl/T. (R 
espiratory syncytial virus) , (rinderpest virus) , 9 J7sr> 

/V-tf-OK* (distemper virus) . IWWI^ >7Jl'X>1f>M;K* (SV5) > 

XJS (Respirovirus) (/t^S^V'MJl'XM (Paramyxovirus) th^o) \ZM 
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«Mjux£LT&, mmth/^yy^yvv^iixm (hpiv-d , b 
vny^i yy jvxy^^ jvxsm (hpiv-3) , ^yny^yyjvxy^-ov 

*m (BPIV-3) , •fe>^-f I >-1';W7.(Sendai virus; ^^7s)\y^ >7JI/X>1f 

9^xiM£fciTOn3)> ^^WA^-r >7;i/x>if^;^io^ (spi 
v-io) ^if^sn^o *^(da°7$^V'>-i'^x«> fife$fSb<ii-fe>^ 
-f'M^T&So c:ne»©^-<;i/x^ if£#u ^IM*> 

, 43j;^AMM^^nfcl*^t*T^D#^ 0 Dltfc^ (J. Virol. 68, 8413-84 

17 0 994)) *©*fS£»M;i**, Gmhttvttzuxrmb, *mw<D 
Ay^^v^^xco^-fjv^y/^m^-^-t^^thx^ NP, P 

, M, F, HN, &£ZAmfc?-t)^£tiZ>, TNP, P, M, F, HN, :&J:tfL*fc?J t 

l/Xtfa^-f^M NP P/C/V M F HN - L 
JK/^'MJl'Xjg NP PA M F HN (SH) L 
t-tfU-M^JR NP P/C/V M F H - L 
{PJA^/^ii'VWH^ (Paramyxoviridae) ©l/XtfD'MJl'X (Respir 
ovirus) mtzi&2fttt>MV4)VZ®&fctt<D^mmOT-#*--X 
£>7?-fey~>3>#-^«, NPit^tO^T« M29343, M30202, M30203, M30204 
, M51331, M55565, M69046, ' X17218, Kt^Ffc^Ttt M30202, M30203, M3020 
4, M55565, M69046, X00583, X17007, X17008, ieteW3V>Ttt DH446, K027 
42, M30202, M30203, M30204, M69046, U31956, X00584, X53056, m^Ffc^ 
Tte D00152, DH446, D17334, D17335, M30202, M30203, M30204, M69046, XOOl 
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52, X02131, HNfifc^fc^Wrtt D26475, M12397, M30202, M30203, M30204, M6 
9046, X00586, X02808, X5613K UtGrPfcOHTtt D00053, M30202, M30203, M 
30204, M69040, X00587, X58886£#«;i to fc*, *m®\Z.&^T TO^J 

3S93fc*V>T TDNAj fctt, -*«DNA*J;^-*«DNA*^tf. 

) , M (VbU^X) , F (7^a» > HN (^^>-^75^^ 

class IS^M-FT**^* 

»xT5 - t\z& r> , 2in6©seRS58a«^f ^-&«fi"r* - ****** 

S. fcfc, *5fiW©^55f V^^f^^f ^**-±©«"M 

g^g#«,'*^Bj©^-r;^^^^-t^nTv^<T ! b'«j;vi. ^tf, ^ 



WO 03/029475 



20 



PCT/JP02/09697 



^tt^^^X^^T^RNP^^^-tbT^ WUfN, P, M, F, HN, 

it^^n-H-rs^^xyyARNAi, nmsk, pitas. &£m®an£ 

*^^-#«il@-f5. z:©ct^t, /t75*7£-f ;i^#*-©?f«j£©ii 

^T?»*S nSRNP&LLC-MMifflll&fc £©1f£ffllfeK&ALTigH1-£ C 1 1 

) /^^^V^^JWCS^t^^r^^i-W, fttffc HP, P/C, £<fc 
L iei^f»ft5lMS«i:iAt5Ig> (b) 

P0h7^7i^/3>»re§; DOTMA (Boehringer) , 

Superfect (QIAGEN #301305) , DOTAP, D0PE> D0SPER (Boehringer #1811169) tz 

%>t?£* (Calos, M. P., 1983, Proc. Natl. Acad. Sci. USA 80: 3015) . W& 
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dtict off ^ z. ti$xi*z> 0 ^(D^\zLxmm^ntco^ 
m&mv^)iztmm\z®±nmz%MLxM®m&zuz?^ « 

^ - 1 ^Ciiiil: h 7 >X 7 1 ^ y a >t 5 - 1 S: J; 9 . 
??-(Dnmi$,&ftoZ£tfXZZ> (@^F»^ WO00/70055 WO00/700 

z.thxzz>. nn^osaK^^s^-rs^ ^©75ymfiB^i«^ 
?xttmvxh&^. 
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v> 0 mm. ttvotrtfrxoxym-ffwn* mx\tim&un^^ 

jvx (vsv) mzynzw. (vsv-g) mtfz^tft^z* ^m^-ovx^ 
2$-\z\Z. vsv-G*>A°^5tft<?£©J:5l;:> $VA#ttj*T WlfrTSMW 

m®iz%?%**7?>wnte£z%^(»^&^*>^<> z.ft\z&9, to 

gASIilT'$5AT^Vf^> (hemagglutinin) /-f £ < 

neuraminidase) «ttt©PW©8Ht**f 4^ m.i^*©«tt*S»*££ 

a*-e#ttfcf, jiiij6'fT©C7-f;px©^tt*i^±***^^* J ^^*^^ L » 

0!l*t#&#©iSft£Bfe£'3'* ifiSBlB*Pi»"r* ^ t Swire**. 
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T«^X^01ti(cMT?)SeVO«M»W«^T^ (Kato, A. et al., 
1997, J. Virol. 71:7266-7272; Kato, A. et al., 1997, EMBO J. 16:578-587; 
Curran, J. et al., W001/04272, EP1067179) . Z.<D&of3Mmk1>7?-fe> 

xtfh-y^)3 2m^fcOTC class mmUEm^A^^tsU^M^ 

ys.^w-ovziz?-^ ±tB©/^5^yC7-r;i/7.^^^-^VA{c^n 
%<Dmfc?*WKi~z>z-t\z£?xn i onz><> ^m^mmc cuss immtLx 

comm. Tfrb^ MHC class 1/17? ^^>Vi«d©1i^ 

(e) mm tm-ffliii (s) e^j £ 6offiHR©«*»* seto * 

Jf A-r^clt^M^bVi (Journal of Virology, Vol.67, No. 8, 1993, p. 4822-4 
830) . *3fe*fcm ^-f;^©«tfi? (NP, P. M, F, HN, £sJ;tfLm») 

(0iW**rjt/$fcjift5ici*xf* - t«#§ e tirade* ©»afcJ*tffcv> 
j^^ts^ n*«e?oitt*fctt«*ic«i: e-i-s@b^j m&mmm- 
frmm-wfms&M) %rc\z*:<Dm&8xV, ^^©p^E-i-sra© 
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IZZQmmzztWiZZ (HB^W»* W01/18223) . *^P*A© 

# ;umw*'!M>I';wv Ao^f-^i vmmM 
mm® wrjfmys&K&ww) ttxrzztim 

*U>. if Ati*a**#7^ ^RNA©5* *fcifi^K£ «4a«M;i*<0 
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gftitwjm^. «^tfer^*-f>*fcttu-r h*-f>«fiTOoT 

%><t<, *fc, MHC class lSS©3t^?> -£-©ffi©5t£TT&oTt>£V>o 

et al., J. Gen. Virol. 78: 2813-2820, 1997, Kato, A. et al., 1997, EMBO 
J. 16: 578-587 fttf Yu, D. et al., 1997, Genes Cells 2: 457-466©f2«^ 

, 25ng//z lW©iTPi«M»t*-©^^5 H ifcBT?** - fctfff S 

(e) , ^e^ij (i) Rrxte^Mjfeia^j (s) (eise^J) onv-zmvtztc 
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0.1*. & 7*7-F#£/&DNAK?U^ NotI££S^$r£&SEt-5fc&£ 5'tt 
2 £U©:* £ H b < &GCG:fe £tfGCC& £<Z)Not IfS«&E±l 
&<DK«^;m&^4i&S> jg££Pi;b<teACTT) £^1RU ^-(7)3'#JCNotI 
!I«ftgcggccgc£ttJjnU $ £> \Z^(DZ' @5^Jt L-TffiS© 9^ 

CDfflPn^ H >ATGfr e> £ tl £^&TORF©&j25:!&g*B ^ ©SB^J £ttiD bfcM t f 
3o «&©&SteG£fcteC<h&S £ 5 K|£mS©cDNAfr S&j25JtS£jliRbT:7 

' j a-x#j&«a@3?»j&5' » sffit ® 2 ^±©^ ^ u^-^ h b < mc 

CTT) £liRU ^©S't'J^Notl^Wteggccgc^JinU, £ e> C^©3' #JC:ft 
$^liiT^/cfe©JfA^f/ir©^U=fDNA^#inT^o ^©^U =fDNA(D;g£teU N 
otI|g»&gcggccgc£^tf>> cDNAOffittli^SE^Jt^-r^-fe^^ •M** 

5 fc&»£i£fr-r& (V>fc>®£ r6©;i/-Jl/ (rule of six) J ; Kolakofski, 
D. et al., J. Virol. 72:891-899, 1998; Calain, P. and Roux, L., J. Virol. 
67:4822-4830, 1993; Calain, P. and Roux, L. , J. Virol. 67: 4822-4830, 19 
93) o $^lc}fAS'f)t©3 , #Jtir>^9^;V7©S^J© ; f : S1S^@S^, £?i;b< 
«5'-CTTTCACCCT-3' (@H?0#-^ : 1) , I @B?iJ ©Miliar & *b< «5'-AAG-3 
\ EP®IIW< $f^b<«5•-TTTTTCTTACTACG'G-3 , W^: 2) , 2 

#J£/&*U 3fDNA©3' ©«tt§o 
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£#T#5„ ff*b<«Vent#U*7-tf (NEB) fcJflHTfrK iiffll/fciWHf 
m^NotlT^btfc^, F"^^^— pBlnescriptONotiaMtlcitXl"*. 

F©NotlfiMfcKii7D-z:>^-r*. ^775 r^*-£*r£*f fc 
£K ;i/Xy/AcDNA«f ©NotHKffcfcESfl* AU a^JA^-fc >^ ^XcDNA 

^^-fe>^v^-r;i/x^VAcDNAT^n^ »ib«©^ct 

UT;|i^T£££^T#£ (Yu, D. et al., Genes Cells 2: 457-466, 1997; Ha 
san, M. K. et al., J. Gen. Virol. 78: 2813-2820, 1997) . mXU, IrfNotl 
WROTteWr * 1 8bp©X^-U— Eft (5* - (G) -CGGCCGCAGATCTTCACG-3' ) (S 
3) ^D-n>^Snfc-fe>^^^yyAcDNA (pSeV(+)) © 
u _^-@3?ij£N-^ >MH&n- H-r-S>E^J©5' ^fcOIBOBSStfcMK: 
JfAU T^!l^!)'fH07>^7Al (antigenomic strand) fi*©g 
BIBSIUsiW AM£^£f7°57^ FpSeV18 + b (+)£#£ (Hasan, M. K. et al 
1997, J. General Virology 78: 2813-2820) . pSeV18 + b(+) ©NotlSMfcCft* 

ttfe«afc:»bTj&aa** wr^>ms©xtf h-?**^* - 

xtf h-^tt, -»{c«!9l0T5y^©^^H^ffl^^^i^^L^^ 
Xtfh-^«hT^^^H©S$«M^?)^<fc^^^ 0 Xtf h-7^32 



WO 03/029475 



28 



PCT/JP02/09697 



W4, y^—fr- x£h-:/£lt«02ii£jIttbTfe«fcl>. X^-tJ- 
-©7$y&E3W;:#£MPS»&^ 0il;ife£ Gly-Gly-Gly-Ser (@H^J#^ : 1 
3) ^6fea75y*E5U*fcH:*©«B^** (Gly-Gly-Gly-Ser) n 
tf^F^^5^t«l^ »5BUIhI»c (n) KMPlte&v^, l 
~5 (h 2, 3, 4, 5) IC-rSClt^**. X^-tf-£tfV>*«^ * 

, /l75^V)-fJl/X©L P. ^^W^W^K^^TT'RNP^^^ti:^ 

A*Z3-KTSDNA©teffifcH1"S. ^OPX^^-DNAfr S.©^ ;UX©W*§ 
jfctt^O^fcft^TfrSEtjQTCSS (BB^B97/16539#; SB&M97/16 
538-%; Durbin, A. P. et al., 1997, Virology 235: 323-332; Whelan, S. P. e 
t al., 1995, Proc. Natl. Acad. Sci. USA 92: 8388-8392; Schnell. M. J. et 
al.. 1994, EMBO J. 13: 4195-4203; Radecke, F. et al., 1995, EMBO J. 14: 5 
773-5784; Lawson, N. D. et al., Proc. Natl. Acad. Sci. USA 92: 4477-4481; 
Garcin, D. et al., 1995, EMBO J. 14: 6087-6094; Kato, A. et al., 1996, G 
enes Cells 1: 569-579'; Baron, M. D. and Barrett, T. , 1997, J. Virol. 71: 
1265-1271; Bridgen, A. and Elliott, R. M. , 1996, Proc. Natl. Acad. Sci. U 
SA 93: 15400-15404) • Hft6©;frffifc«kD, >7;VX>tf, TMS&Pfi 
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&v>t> m&** mtm^ &£W%tcmmfcT*x$:^tzW i £\az. *® 

^/t-lWI^tS, ^^f^X^VA&n-FTSDNA (^^-DNA) 
tt, ^VAOV-f^TJi (*#7V7»A) £fc«^£>*§» (#5?r--f^«RN 
A) ^-FIW, 0J*.fc£* ^x^^«-*«RNASfc«^-©ffl1jl«&=i- 
H-rSDNASTT^Ot-^-OTSSfcJIiKS^ T7 RNA #U ^7— KlC«t DRMAIC 
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Boehringer) , Superfect (QIAGEN #301305) , DOTAP, DOPE, DOSPER (Boehringe 

r #1811169) &&»tf£n<£>. (DtLXUm^jymtDVzy^^m^tch 

^>x7x^^3 >mmf e>n, ^(D^m^^xmrn^zx-ormMtn^ 

JfcMO&tnS/^ mft\zb+ftftm(DMhtfX2>Z.tf)mt>nx^Z> (Graham 
, F. L. and Van Der Eb, J., 1973, Virology 52: 456; Wigler, M. and Silver 
stein, S., 1977, Cell 11: 223) 0 Chen*3j;^0kayama«b^>X7 7-»© 

iift^iwi, i) auai*«fc»'»©-r>^a^—>3>*#* 2-4% co,, 3 

513, 15~24Pm 2) DNA <fc 0 Sltf© t> ©50^tt#S5 < > 3) ttJHHK* 
©DNAit^ 20-30 //g/ml©t^«»tfc^#e>n§<h^LTV^ (Chen, C 
. and Okayama, H. , 1987, Hoi. Cell. Biol. 7: 2745) . @©#8stt, 
h7^7x^i/3>tH/TH5. *<WDEAB-5*^h5> (Sigma #D-9885 
M.W. 5X10 5 ) «£0M©DNA2gSJ£TflfiU h^T^x^a^fr^ 

8*£»fc3&afcima*>&m3 (Calos, H. P., 1983, Pro 

c. Natl. Acad. Sci. USA 80: 3015) . <S)0*ftr4«ft»?Lfti:ff«n**ftT? 

Afctt, h7>^7x^'>3>tti!5%l/TH5. 8P*fc»* Superfect Transfec 
tion Ragent (QIAGEN, Cat No. 301305) , £fc» DOSPER Liposomal Transfecti 
on Reagent (Boehringer Mannheim, Cat No. 1811169) ;WflV>Sn*#, 
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iciwiKsnfcv*. 

cDMfr e> <7)mmmmftmz\TA<D&5 iz vxno £ tapirs. 

24^ & 6 immwfy^V ^fcttlOOmm^ h U M.mX\ 10* £ *> 

m i Mskm(Ks)^n^mm ooo units/ii ^-i/u^^mooMg/mi 

l/7>V<$/» £^t*>&$ltW (MEM)^fflViTlJ-;i/W)lS*«^LLC-MK2 
£70-80% 3>7Jl/X>MC&3£T*i&*U Wttf lMg/ml psoralen (751/ 

^.7^>/-77-r;i/XvTF7-3 (Fuerst, T. R. et al., Proc. Natl. Acad. Sci. 
USA 83: 8122-8126,1986, Kato, A. et al.. Genes Cells 1: 569-579, 1996) £ 

hifiXZZ. **1I*M«* 2~60/xg, «fcD#SlX»3~5tfg0±IB©*^*^ 

f^fflT ; 2>7'f>'l'X^>A^»£^t-?)7 0 57 l 5 H (24-0.5tfgtf)pGEM-N, 12-0.2 
5Mg©pGEM-P, &£tf24-0.5/*g<Z)pGEM-L, <fcD$?£U< tt«*ttlMgOpGBIHl, 
0.5#g©pGEM-P, :fe«fctflMg®pGEM-L) (Kato, A. et al., Genes Cells 1: 569- 
579,1996) t^fcSuperfect (QIAGENft) ^Wc'J#7i^'>3 «k 0 h 

7>77i^i/a>t5. b5>*7x?i/a>£frofd»3u ffiMC«fcD100 
Aig/ml©U77>t!>'> (Sigma) b^T^tV^F (AraC) , 

U<«40itig/ml©'>h"»77lf/'>H (AraC) (Sigma) ®&tttsMIPF-&<D 

JK****lC"r*«fc5fc«ffl|CDKiiW*awrrs (Kato, A. et al., 1996, Ge 
nes Cells 1: 569-579) . h7>X7i^>a >*&48~72POT8*Wltfc « 

m&mwu mffiM&3®mQMLxmmm>vit.& LLc-MK2«ich'7> 

X7x^i/3>bTi§*-r-So £&tt, «flt±tf£®JRU LLC-MK2«®^« 
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^&H#-*t ¥000/70055 £<fctf W000/70070#J») . ttF^WS&HS*^**! 

5. HAte Tendo-point (Kato, A. et ah, 1996, Genes Cells 1: 569- 

579; Yoneiitsu, Y. & Kaneda, Y., Hemaggulutinating virus of Japan-liposom 
e-mediated gene delivery to vascular cells. Ed. by Baker AH. Molecular Bi 
ology of Vascular Diseases. Method in Molecular Medicine: Humana Press: p 
p. 295-306, 1999) £«k OftjrTSC: 5. gAl/»*T7#U *y— feffS 

o 6 m lt, mw-enmnz^zz- turns z. nmmz* mx^zm^m 

•fe>^7-r;i/7,^^^-^©S^l-^^T«, LLCMK2» 

0&S,(1993), r«f4W^O«fe«7Ph3-;HII, 

J , Jp£& *R pp. 153-172) . ft^Wfctt, 5M»IP*««BK:An9 
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M2BW 31~WCT?®mV. ^-f^^^^-SRKtt^M 
££, pp. 68-73, (1995)) . 

•kSlCfraEt* 1 **?** (HI8&IB#* WO00/70055 &<ktf WOO0/70070#M) . 

■fe>^<f (SeV) £&£VAcDNA, pSeV18 f b(+) (Hasan, M. K. et al 

1997, J. General Virology 78: 2813-2820) ( r p SeV18* b(+)j « r p SeV18* 
j thM) 0cDNAftSphI/KpnITS«flSl/T79^>'h(14673bp)ftiaiRb, pUC 
18f^D-->^bT7 p 7X5 HpDC18/KSfT5. P^«»it©«BI8»4J10pDC18/ 

*£LTF»&f©0RF (ATG-TGA=1698bp) £^T#];tk£atgcatgccggcagatga ( 
IB^ij^: 4) TjglSU F*3cS!SeV$VAcDNA (pSeV18VAF) fc*MKTS. P 
CRtt, F©±gittc« (forward: 5' -gttgagtactgcaagagc/B5?!l## : 5, reverse: 
5Mttgccggcatgcatgtttcccaaggggagagttttgcaacc/IE^J#-if : 6) , FiSt&f© 
TSECtt (forward: 5' -atgcatgccggcagatga/E^iJ#^ : 7, reverse: 5'-tgggt 
gaatgagagaatcagc/E^J#^ : 8) ©PCR»5:EcoT22IT^T§. Z.O^\Z 
#&nfc^^SH^SacI<hSalI-C«LT, F**»&*-&tf«t«©»rfr (4931 
bp) *0JRLTpUC18fc^O-n>dfU, pUC18/dFSS<hT^o £<Z) P UC18/dFSS£Dr 
al I Itilt LT> WrJf *HPK bTpSeV18*0F*te^ £"£tHlB«©DraI Il»rit tfi 
*tM.* 7-f ^3>bT7^X5 HpSeV18VAF £#5. 

Mx.»18/dFSS©F^»l:S§l l Jiii Nsil &J;tf Ng 
oMIV atfifcJfATS. Z.<Dltmz\t, MMmMi&fc^Wfr** Nsil-tailedT* 
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7>f T-^cfct^NgoMIV-tai ledT^-f ^-^WftVOit^* 

<2> sev-vm^mmm^t^^-mm^m 

tyy-IV-OVZOVmfc? (SeV-F) %%m?2>CTe/lox?mmm%$l77Z5. 
H0^«SeV-Fjt^^PCR"eii$ib, Cre DNAU M\z£. VtMfcTMffll 

mmmmZnZ&SlzmitZntc-fy^VvCkLMlv (Arai, T. et al.. J. V 
irology 72, 1998, plll5-1121) ©an-*lH h SwaI«Mifc«MBS«l*JfXb 
, 7°?X5 HpCALNdLw/F^^HT?). 

Sa«LLC-MK2M^fflV^-^^T^^>o LLC-MK2M1, 10%®MSb 
fe^W-fb^v-IMSifiiaCFBS), ^-v'J>G-^hU^A 50W/mk iS^^XbV 
7hT-T~» 50Mg/ml^»L-fcMEMT37t:, 5% CO^ig^-TSo SeV-F*^ 
»««{§*tt^-r^>fcs?), Cre DNAU^>ti^— tft^OFil^M^fl 
£5 Kt£fr£nfc±fB7°^7.5 FpCALNdLw/F£, U >m#Jl/~>7A 
m (mammalian transfection kit (Stratagene)) \Z&9. mmo^uhn-Mz 

xiLc-m2mmzmfc?m>A&ft ? <> 

10cm7V-h^fflV^ 40%3>7^X>h^T!^WL,fcLLC-MK2WclO/igO 
^7 > $HpCALNdLw/F^h^>X7x^^H>^> lOmlCDIOX FBS^t?MEM« 

(iijib, lOmlMCM^, lOcm^-WSl^ffl^ 5ml ltfc, 2ml 2fe, 0.2ml 
2&£i$#, G418 (GlBCO-BRL)^1200/ig/ml^tyiOml(D10^FBS^tfMEMJgiaiC 

©m^fr^o ^MlcJ;O^WLT^fcG418{ci»tt^-rMi7P-x>^' 
FSSMCD^MS^ «^6cm5/^-l/fcT3>7;i/X>h^T^W$Wc 
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ft, 7Ty«>^;^AxCANCre*5¥»6©*tt (Saito et al., Nucl. Acids Res. 
23: 3816-3821 (1995); Aral, T. et al., J. Virol. 72,1115-1121 (1998)) £ 
£D#I;L& moi=2£fcte3 T?«Jfe*«Tff5. 
<3> F^*SeV>-f;^©?|«fBR^*tffi 

±B pSeV18VAF CD^MfirmPA^nfc^^XS F£OT©«fc5£bXLL 
C-HK2W:h7>X7x^>'a>t5. LLC-MK2 M£5X10 6 cells/dish X 10 
Omm ^hUM«#, 24Rf F«fl£«ift* 75U>fcB?fcB#*» (365nm) X 20 # 

uerst, T.R. et al., Prop. Natl. Acad. Sci. USA 83, 8122-8126 (1986)) 
STmrii^tS (moi=2) (moi=2~3, $m\Zl3m\=2iflm^t>tlZ) - ? 

UV Stratalinker 2400 (#*D^#^ 400676 (100V), * h 5 * 5>- :4b. La J 
olla, CA, USA) Sffl^S. fl£$ SH«#LT*6^9^5 F pSeV18VAF-GFP 
, pGEM/NP, pGEM/P, RtfpGEM/L (Kato, A. et al., Genes Cells 1, 569-579 (1 
996)) Z^n^tl 12tfg. 4^g, 2Mg, Rtf4/zg/dish ©SlfcXOptiMEM (GIBCO 
) £MU SuperFect transfection reagent (Ug DNA/5M © SuperFect, Q 
IAGEN) SAnxE^U Hl&XlO flTOSft, *fc«K3X FBS£HrtT0ptiMEM 3 

■ltAtu ttciBPLTWtr*. saw*** mm, jfc«fft*s&wni 

X2@»U ^h^>^-D-7^tV7 77'>r I 40Mg/ml (AraC, Sigma), h 
U7''» 7.5^g/ml (GIBCO) £^trMBMX70l$M#*T*. ;ift£>©tt£lHHK 
U ^l/y h£0ptiMEM IditS (10 7 cells/ ml) . 3 III»?>5gb 

Tlipofection reagent DOSPER (Boehringer mannheim) tS^b (10 6 cells/25/A 
1 DOSPER) ££X15#ifeKbfc£» ±I3X* p-~ >^bfcFf^;l^-«© 
-^>LLC-MK2/F7Wch^>X7x^~>3> (lO'cells /well 12-well-plate) 
U Jtt»*^*3a:ViIIBM (40/zg/ml AraC, 7.5/zg/ml h'J^y>^)«t 
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^MF#I^Ti^fflW^ (tt&W62-30752#&*, #&ffl62-33879 
fc<fctf4#&BH62-30753^g) , *±tf73-^«Bfc^T*»*«fc^/* 
&tt*©4W!MIUC!W****ffi (W097/32010) ^£#15^1" 5 £ 

)i7,^^-m%mmmmizmxr^xm. (b) gw*-#SA£ 

*fc,' PiMt)«T*^SbfcXlfh-^^i3 2m«, * 

HC class I Sit ££tfx£b-^£j3 2m£^ir, MHC class I/^^H*^ 
#©4S*ST?J&^T, (a) xt!h-^lB^e2iS5Ka^rtBK:3-H-r*«*L 

KWW^tt^^^^^^^-^^W'M^^^^^^ **** (b) 
R^^^-^#ASnfci*A»l*ittl!&*fctt*©#*±^e), cla 

ss I/^y^H1g^#^0lX-rSX@, S^*iit§. MHC class 1/^7 

^K«£#£W»-r*#&* <fcD$y£b<te> *A»««liaT?^*WlCMHC class 

i aiisiflsjga**. ci©Miii:xtrh-^'&3 2icDm^«^$-a: ; 5. #J 

fcfcfilHC class I fi$I^31T^^-l';^^^^-^i I i?L«J^««A-r^. 
lass I a«S5BS-T*J:5fcLfcllilJlfi*fflV»*i:it)Tr**. tniCkD, 0« 
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©MHC class I a**»fertT?*«»S3*' MHC class 1/*:/^ 
««!li:5^ttT?*S. MHC class l/*?? 9J*CW»U 
feXt!h-^-&/3 2mtMHC class I l*fc«ttoS«i:i:fcJ:DlW*"*i: 

f8S***IIHC class I S«tUTttllR«^aT?»oT'b«k<^»S <*fc« 
-e^oTfe^V^o £fc> MHC class I fig£«, »£SgeJtt?*oT%> 
75/B&ffi^&£3nfcgafrc&oTfc<fcV>. MHC class I fi 

Site, «HS^ffi«S^**fcSaK&5KS^** - £ Df»T* - 

^s. mhc class i atiicjiHfao^^Hftfrtn-rsc;^*)^**- « 

*tf, MHC class I Bflfclf^^fldW^^HftftllDUT^Ittf. d*** 
51£i3\ #£>ft£MHC class lM^FI^^tf>ft^Jt, 7tf*> 
£JBV>TMHC class I/^^H 4»S««lC»l»'r*tfc*rRlttTf**. 

£5fcfc©fcjflJJflRltra&5. ^&fc£EJSKIgfcAssay Designs *h©Biotin hydr 
azide*fflV>*^6ld^»fc:ft^ttMWtBT?*D, Biotin HNS£JBV>*fc&«U 
5?>©-HB,fcfl:W«ifRlfBT!»D, Biotia BMCCSrffl^^^&ii-SHWb^ffpJ 
fgT&D* 5-(Biotinamido)-Pentylamine EZ-Link^fflV^^&^-COOHM^i 

. ^©«fca^#*tLT«, fclfctof Bir ht^v^mm^(0E^>^^y- 

Z&mtfZnZo Bir Afcfcl 3 7$y»*6&*^^l*SW€R«U ^©** 
tC^?>U^>lCt^9 1 >^10#J!jPl-?>^^T^?>o Bir AOSRtfc*"^ 
^^^$£#£1"^ WX-tt LGGIFEAMMELRD (E^J#^ : 3 1) 
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£>ns (Schatz, P. Biotechnology 11, 1138-1143 (1993); Crawford, F. Immun 
ity 8: 675-682 (1998)) . 
Z.<D**ttm class I/^^P4»»*fMI«fc«» ^) H^>ftl 

s^^r» class i muftif^^trsm (t>) 

>flamc class I M«*7lfs;>©#«ETT?^«**iaft^tr*»K:J:Dff 
JWW9fcBu «*«MHC class 1 MIfcBir A XK^^H (B 

SP) E^I*#J)PbT*#, £©MHC class I fiMS^tfMHC class I/^^H* 
*©St MHC class I fi£& Bir A ij|HJ;DW>W 

. FPLC^K«fcD, lf^>#iP MHC class I/^r/^Ffc^fclWU X hl^ 

S^t^x-#So XM/^MfyMl R-7^X'JX'J> CR-PB), Cy 

5*fcJ:D««1"S 4*#ftbfcMHC class I/'S^Hfc'&ttfcCT 

L (XtTh-^JI«CD8BttT«Bfi) ^©IS^tt^***:** CTL (XtTh-7 
#||l»8|j§&TM ©&ffi*«fc«»TWJ8-e&*. MHC class I/^^H 

Xt!h-^»&32B*fcJaMBC class I/^^H^^^fiJfflbfcmH^M^T 
VittR^^^-*ffl^T«jfiUfcXt;b-^S^32m*fe»MHC class 1/^^ 

HC class tM^F^^^ RRttSWTiJ W«0«lilO&»O«yfl*«« 
MHC class lW?Hfb77-§ffl^l XKb-^JW9CD8» 
VifcttRWftWTU >/t*©fctffc&iS»& Rfh^TiJ >/TOS*tttt» 
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fl#©+T?0Xfc! h-^|*aWCD8BMaatB6©»^ 09*«HIVli.#©Xt! h 
-?\ZftLT\$, HIViim#OPBMC lXlOMcftbT, HIVXif h-7^fl^ti>X 
t>7T-£MHC class U^7?mGft®mfcLT20tLg/mmmV. 37rT15# 

So 

-&j32m&, -f>tThPK:WSCTL7ryfe-fK:fiJfflf SHi*)^*. CTLTvfe 

— ;i/7.(EBY) ^fflViTtransformLfcB«^(auto-lyDiohoblastoid eel 
1 line, auto-LCD^^^HTA^XbfefeO^fflV^ns^ Sfc"^ 
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fi«»£ttjw«B£n&. 3Lit\ih0mm*&R't'&m&. mmomc class i 
mm x^tzv* cuss i*«fcJ:oT» 

Xt! b-y^ 13 2mteX tf h-^#^MM#l4T U >/ WCTL) ©4tf 

&Kmtz>z.t&T*i*z>o xfcfh-^#^cTL«, umftxi®~&mm 

mMmmZ-Z>C£\z£'DX®3.'VZZ> 0 mZ.m\V Nefl38-10#Ml$CTL£*ir 

ttzms, mv-ii^©*Mm«(PBMC)£, tt®mmmz£oTM?pfm 

KlLHIV Nefl38-10^^KTA°;i/Xbfcstiiulator« (|igH@#E&*©&M 
Sf&^y'^FZtiim-fZtf. *5gW0Xtfh-^tt^3 2m*^-r*^-f^^ 

*^Bj(DXtf h-7 p ^j3 2m^«i;tMC class (1 

MHC class I mmtVTfe, #Kf«SfcV^ kMlfflCfcftClikh 
©MHC class I^*^?*b^. kh^MHC class (human 
leukocyte antigen; HLA) tmm, *«fc«ttlC**W*. 

o 

#fcB*fc*H*Ctt* HLA-A24(^6~7fiJ), HLA-A2 («94«) , RtfHLA-A26(»2« 
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)fcg©fflJffl0«*#*<»- HLA-All(2fiJ), -A31(2flflW. -A33(2§iJH) 

*A#WUW5) jMF3;U>. ^©J;5^HLA^tbTTOT©t>©^fe)n 



A locus 


B locus 


A*0201 


B*0702 


A*0206 


B*1501 


A*1101 


B*3501 


A*2601 


B*4001 


A*31012 


B*4002 


A*3303 


B+44031 




B*4601 




B*52011 




B*5401 



mnm\z&^T*mw%*>fe* mhc cuss i^thxm^mik class i 
nmzm^ xk^-^iitfi a24^«a cuss i^ciot^n 

3H1V-1 * *©X tT b -y ^ffi Vifco HLA-A*2402 1 K "5 ttfe^ £tt 0 # A©&6-7 
ffl#*fc>. feT> A24t&jmttHLA class I fiH> 4tirA*2402 (Litte, A.-M., Im 
munogenetics 35: 41-45 (1992)) t& *56W^*ViTSfatf*S. 

*5Swic«tDfi&n*xtrh-^is^/32ii**tftiHc class i/^rmsfc 

^HJ{C«tD#&nSXt!b-y^/32in*fcJiMHC class 
#e>n^Xtfb-^^^2i*fe«MHC class I/I^T- F«^*©RK»ftW« 



WO 03/029475 



43 



PCT/JP02/09697 



Jftte&ft £H*T S & ©ttffl tf 1" £ . 

*58^#&ttSeV©58S*twTHLA-A*2402K:J;oTfi^$n*HIV-l Nef*>A 

mi;&ttMHC class i/^^H*^#SWBS«aiS«ft«Wr5. 
*f6W0Xlf h-^US'&i5 2m*fc«MHC class I/^^Ffc^ttfcffl^Ttftllt 

£fcteMHC class I/^^H«^#ft (xKh-TlWtt) CDMWBWSfcSttfc 
0»«Wtt««ft»**-i:K«koT*fl:T?**. «*H»IV Nefl38-10#^CT 

Hiv-u«»#©5ic«iJii*w»cpBMOs, mmm^^rm 

Jff^tBfcU HIV Nefl38-10^^HW^Xbfestimulator» (|w|HH#6* 

%tz. *56WOXlib-^»S^i82itt, -f >lf boTOCTL7yfe-fO«W«aJia 

ftfc V) £Xtf h-y^ 3 2m^tt^«±m^*>^0^^e)^- ® 
*tt«B«if±K, MHC class IBM (MMM)- + 02mW^F*Wfc»ai/T 
H5, ^y^HOA^tt, ^^HaJ^OAnS^Sfflofc^D^T?**^ 
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So 

&Ttd£ffi«o -f>lf#®3l2:P3*fc M^ffiTMHC class l£» «I£ID 
+Xt!b-y^i32m©^f6^b, xbfh-^SWCTLSK^frS^t* 1 ^ 
^StlSo TO^I&^^HTVtJl/Xbfc^«fcO, class I 

fig ±fcft<38£«™tt#*D, «i£7^> 

^liatimts Etc j; o , xtf h-^»ftwcTL**2rr* n 

m.fc?fem<Dfctb\zmm-c&z>o *wmz. xtf 02m 

>T>t?bDT?©XKb-^»ftWmlBJIW*OttiK:*^T, stimulat 
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gl$©MHC class IS* <II*S£S> *5BI«M^^^^-«©IHC clas 
$ 6lc*3BW©^^^-tt, x^Xtf#TA#»JRi»wa^©iie^*Afc*>W 
$«#©^T«St-^o ^^H^Xt!h-y^i32m^S^£W^XL 

Tt>, #««Bia±T^n<6^©»ra^«i^*^**^raB* i t>an^v>. m 

;i ^f§ c ^>tf^T©^^-««^ f 3Xfcfh-^#SWCTL^ 

mutts -f > «fpj©^ * - te^ffl"? » & - 

T, M»;:£^T0rM©MHC class 1/^^ E 
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class I «aS3-H«ae^ft^*»K*A«eitK:J:D» **©MHC cl 
ass \/^7^m&fc*J&}&^Z>Z-ttfT^Z>o MHC class I fiHS^-Kf 

fc0j^#lCft*fc*ttWT'b«kV>. IBJfirtTf»«aMK class I 

£#n«, SB»e>^MOMHC class lM^Hl^MI4$ni>. £©£ffl 

n& mzmmomc class i/^^h*^#©w«c^^**- hmstk 

ig^MHC class lS*fcaa3ttft& WWS«iifK:«»«ttlBC class 

*«jftft1iilc*t-*«ftK:Hr*. z©*3fcl!H»tt* *»«©#»£ 
«fc D gtiibfcxtf h-7lfr&/5 «»»K:Saiirr* n £fc«k 0Pi»TS - 

w&Mmtm&r*. -mcfco, ^©xtfh-^^32m^ a#s*©«w 

«M©MHC. class Ifi«£*a#£J&fc-r*. £©«^ Xtfh-7#5« 

*fc«*. z:©.fc3fc, *58w©*»ic«kD«jft*n&xifh-^«^fi2itt, 
s#{c^v^T«:E#MW^*fiST5rc«)©^ii>T^-e^5o *%bj© 
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ptide stripping buffer (0.13M citric acid (pH3), 66mM Na 2 HP0 4 , 150mM NaCl, 
17mg/ml Phenol Red) ^©&+#fi©i§« (flfctfRPMI) fc 

#«©«£^«MHC class I£flBWfcf85ibWSfc«>, -h!B 
©fflJfeoMK:*5V»TI*lffle class ifi«ft^*Wfc58S$'&*«tt&<* xt: 

WAtf, ft#OMHC class W9<i71fi 

. iiHai^flHi*fca«fiaTr-»uw«i:t«w*b<, aesre-ai^ 

^4^t*J*D»*bVi. HLA-A*2402t^5ate^MttB*A©«97«Rl*J«fOfc© 

. ^©s^omfckoti^^nfexk-h-^^b, un^fflTOtb 

fcf h~^^j3 2m^«ttAfflC class 8W*-#*A$nfc 
ftBJk *fc»«xK I — >m»€r 3 2m*liUft«BfK:*rr *«M6». 

^»^j8 2m*fcWMC class I/^^H*^ &Z>MZ±mnmtmz®*~? 
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Xtfh-y^i3 2mS7c«MHC class I/^^b-*^**^***^'^** 
»S^7K (PBS) te£T?m&ft^r®j£®£-?Z>Zt&X-ZZ>- ny^V 

±G«fttt£9*tt*« PBS, SfcttJjflWKsifldHil/T'bJ:^. *fc*»W© 

^^-(^0#6n5Xtrb-y^iS2iD^^JiMHC class 1/^7^ 

tt, $3>)A>, ^£Freund' s7^A*> K MF59 (t#l^?3». MT 
P-PE (T^f muramyl tripeptide), QS-21 (soa 

pbark tree Quilaja saponaria U£<D7 

tf 1) IL-2t— *«IL-12 i©ffl^t»-fr (Proc. Natl. Acad. Sci. USA 96 (15 
): 8591-8596, 1999) , ii) IL-2i-f>^-7xP>-r (KSflrfrlB 5,798, 100 
*t) , iii) WfflV^tlSSt^no^-jHSE^ (GM-CSF) , iv) Ntt« 
GM-CSF t IL-4 (J- Neurosurgery 90 (6), 1115- 

1124 (1999)) fc&Wtf&ns. 
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>^D-7\ 0*JH#fc*wrtt, mtfx>"Sa-:/®l=lK (Vaccine, vol. 1 
7, No. 15-16, 1869-1882 (1999)) , X<Xfc*5V»Tfck gag£fcte S 

IV gag SSft (J. Immunology (2000) vol. 164, 4968-4978) , HIVX>^D- 

Ttt» ^^^^©BU^xxy h (CTB) (Arakawa T, et al., Nature B 
iotechnology (1998) 16(10): 934-8, Arakawa T, et al., Nature Biotechnolog 
y (1998) 16(3): 292-7) , Ml^^TH WAfcflE^lW^Oi^^ 
£ (Lodmell DL et al., 1998, Nature Medicine 4(8):949-52) v 
Vrcte, tbAtfa-T^-1';^6M©^'/vH^>A^Ll (J. Med. Virol, 60, 
200-204 (2000)) fc&WtfSftS. *Ktt©/t5.5* V^M" #J*- 

;w*fc*«W&MTS££feT«. Sfc, H*H&©JE-*SMC*>/^* ( 
#180364-74982, 1-2 85498) . t h#lfi^;P^^^O gD2?>A? 

K (#W¥5-252965) . CSUff&rM JW*S*#U (#W¥5-192160) 
. ftE^CK^SfctfU^^r* (#^¥7-502173) fc£fc*tt*Xfc!h- 

mftsff^fbT, ttK«i*«mia (apo c^^xnw^nfcttjsseoxtfh-^ 

Ttt, J8««^ *fcH0(«»^©™aw«)ft (APO 
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ffl^TXKh-r/tt&flfcfcBSatffcB, xt!h-:/^r/3 2m£fcttMHC class 

-HRWfc^ifcfcbTBu a;WW« (Th) ^©ffig!f*te*#o£fc*«»i6 
ftWSiWM (DC) **, CTHC*HyT"bllHC^9^I^*^^TK^ttlK«* 

(J. I. Mayordomo et al., Nature Med. 1 (12), 1279-1302, (1995) ) . 

"nature adjuvant" T^^»W«^^^©^^^^*^ 1 -^ ft^T 
§ ( rilj^ * r 6*«(HH»** 0*»^^#1999¥1O^12S Ok) 

tt*U W*fc*BW*Tff«fcfc*. JffWWKlMfcSCSJrT^CHCV), J ? 
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;^0<7)^«;Vol. 19, NO. 3 PAGE. 6-9, 2000J ) . £fc iS©# 

, Bmm, m& (Hfi* K);tlftB*;Voi. 32, no. space. H67-H72 

2000J x'^mu^xmmm^m^^nx^^u^>^i--^mn-om 
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-a>a«#«ttfck Wtt (DC) j&JCTLfcStUTfeMHC class I$H^fl-f 5tri 
M«*IB*^-r * - 1 Jffl ^ *»©fc>TfrfcDC£&^ 6» 0 ffl biiSIfc 

£^tfTO»2> ifi^©«±©MHC class I^S^bT^-f^ttJS^* 

jg©^&Cte#$C©LC#?ir£bW£©T, ^J»^©^-f JW^^FJfcBl 

U*bft*6iE#ltoraCttflyI:««lC* DTh^CTL^©^0 
!8*l6tt«< . U ^AMsrt^^WttKlfeSS^V^-ejE^&JSrSffl^T©^^ 

, jKJgffl^ }HJl[3i^(^W^)e«^S^S©^iK®A*U7^x-^ 

hUyi;>^as)S8'-i5igi»t)«*ri:tfej:«3T«[*u *<D&j*mciffi&<b 

0-316585 Percutaneouspeptide immunization via corneum barrier-disrupted 
murine skin forexperimental tumor immunoprophylaxis ; Proc. Natl. Acad. Sci.U 
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.S.A.V0I. 97,Issue 1, 371-376, January 4, 2000) . Z.<D£.5tS$fcWV)7 

ram, m> mm* n^aiiofe^^ aias^-a* 

A-A24QKJWO»6«D, HLA-A2(^j4tD, Rrm-A26(tf2#J)^ffi*tt©CTLR 
«Mt05ittfiiS©IPI^«F^fifiT?*5. Sfclr>T, HLA-A11(2*JK -A31(2«H) 
, -A33(2*Jll)£^£rsra£'feMT?**. B#A©95m±&'>ft<£*>HL 
A-A24, -A2, -A26, -A3L -A33©^1*n^-^*«^rTS. *fc±IBBLA7 V—^ 
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am : «m \umw, **#. w&cm, m*m®, mmmn, 
, wsstfr. <^«**) ; n*mmt&&£*&: vol. 33, no. 7, 

Page 1191, 2000) . ^tl*T©<h^5M¥±^cDNA^-f ^5U-<k04«W© 
»fc^(SART-l~SART-4> , J»DNA:M 7:7 U - J: 0 3Sit©»fcW* □ 

*««Wr#h-^«»^fc- *fcHLA-A24«*tt^^P<SART-l 690-69 
Qim»mnm&£XmA-ntm&«'77 HSART-1 7S6-7441C * SHLA-A2601 

, -A2602, -kimmmmcnmm^mm^nx^ ( nu^ow^F** 

E) ;|8*©fcl$>*;Vol. 190, NO. 2 PAGE. 129 - 133 1999.0 , rsARTl^^ 

ctl<db§*J ; #±»<HaJi*-fe W) ; ' * 

£5f0J, #m «HS IS) ; B***a»£B*i ) . *6fcSAW-3«R 

tfttciLWHttieie^iitt kD©si»T-3W^*«iM&icaRttfc58ab, *o 

fg£Wt"32^©9^©75/mfr£&& / ^^K (nonapeptide) #KJt£*VCV> 

rmmcommtmmm mm®, m*m, 
mm® am m) h^mmmbm ; vol. 101, hmrh page. 417 
2000J1 ) o zn^mRmcTmmmm^mmzm^mBu^vxom 
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$m, -b&mffi, UiZmW (Ih%*± Immunology Frontier ; Vol. 9, 

No. 3, Page 195-204, 1999) e HLA-A26teB#A©22*, HLA-A*2402«B#A£> 

, mm® :5HHIfflftJ&*; Vol. 1, No. 1, Page 89-95, 2000 

8KB Muc-1 *fc«Muc-l#A^>^>xAUtf-h^^K (*H#fFlg 5,7 

44,H4^) , ^7;-"7 gpioo^M^^we>n§. En&®»e*fc«ksJ& 

ft, M> #/j«ttttJg{^V^T^20^5>40%©^«e : F 

2fi5i5(D2ffi(D9mer^y5 1 F (HER2p63-7K p780-788) &£t>#l*TS-<>:^ 
(Eur. J. Immunol. 2000; 30: 3338-3346) . CEAHttitfrS^&K:** 

58^©^^^-*fcttSe«&»ffl1'*^^^#^5^' (Kim > c - et aL ' Can 
cer Immunol. Immunother. 47 (1998) 90-96) . MM** ■Jfc£ftfiLfc«fcB*&«fc 
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imtmm *mw-m ; m?m~, ±.mw~, mm, m*m, Bmm, 

m&¥, Ui#X- GR*JffBS*) ; B*BBtaW*¥£* 

WW o 

;HMblc*vvr, -f >5/aU ^fr^^HSxtf h-7£VTWm'?Z>z.£ 
3&S»*.&*1* (Coon, B. et al., J. Clin. Invest., 1999, 104(2) : 189-94) . 

£&«mhc class u^^m^m^Mmt. mmmmmmm^M^p 

mmm^m, mmm, man* mmm. tnt\t&Tm\tfft>M 
*#^ne>fcis£Sftfcv>. %tcmffi%5W*&%iz®j*u§z>. m3m$&<D 

y— ^>A-r^Uy<if— >aX RT-PCR, RNA7Px#'>3 VTyt^^ 
D&fcB • £*T*21i:tfT?€?*. ;-f>M^'J^^'>a >^RT-PCR^(C 
«tS^m« in situ TffefrW**. »RS*S«tttiT*ttt, ta#&JflV> 
fc2x**X70yK ftlKW*, RIA. EL ISA, ^>7*;W«K «fc Off 

e«K:^^*#Jnbfct), i/#-^Htfi?S5fia"f 4«k5lca*a^T?*< c 
tfeWflTf**. ^-^-l^lt fltf^h^— if, CAT, 7;k*J'J*X 
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Xtf 1 — y^j3 2ni*^MC class I/^:/^ K^&ft©^*^ * 

m m «*b«k &«*&#»©«> 

100Ag/kg^ »*L<»100ng/kgA^50/igAg, «fc D^*U< ttUg/kgfr&5Mg/ 
n*nS±BO«Tffi#*r j 5t«kV». Xlf h-:/^£/32mi;fc«MHC class IM 

^*-0&-£g«, gnu ,*#©&«, tt»j, ^tt 

^-©#«2ff£lX^0 5 pfu/ml^ 5*910" Pfu/ml, «t Off* V< &&110 7 p 
f u/ml#> <E>mo* Pfu/ml, *t>£P2; L < X 10 8 pfu/ml^ S&J5X 10 8 pfu/ml ©15 

L<«»10 s pfu/m^filO" pfii/EK <£D£?£b<te$Jl0 7 pfu/lelfr £>10 9 pfu/0 

> ^t)»*t<^io 8 pfu/0^e.io 9 pfu/ien?s#-rs. 

B1I4, xt°b-y^j32m (e/02m) SJEgTSSeV^*- (e//3 2m/SeVb 

0 2fck M^M££^#MHLA A*2402fc5BS*r*SeV^*-©«iS£^? - 
@T^5. aMBSKH^fcfck tWMbKSPWK (Bir AJUt^^H) ^# 
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0 3te, m$£GMBLk A*2402ft585W' J 5SeV^^^— ©*BS**t , HT?**. 

H4tt, xt 0 h-^^/32m^SeV^^^-*3J:^«HLA A*2402fg§lSeV 
^^^-^S^$-&fclfi^e>lsIiR$nfeMHC class 1/^:7^ K«£#©&tti 
S^-T0-ea5§o A24-BSPA/VSeVb*<fc^e/j3 2i/SeYbS, ^ft-^nm.o. i.=10*3J; 
mT?CV-l«lfifc«J«*^fc. 3B&fc, i§*±t»lOOMl^0iKU, MHC class 1/ 
F*&fl*BLISA*Cttiti Istco &ttP > h P-;p t bTe/0 2m/SeVb©ftfr 

H5«, M-iiC class I/"^ H«6#OlMttwtH*«i:W*T*« 
„ A24-BSPA;VSeVb^J:^e/j8 2m/SeVb*, *n*tm.o. i.=10*J:tf2T?CV-HWS 

\zmmmisfco m&tz* ig*±?iiooini£!EjiKu jftHis^^tt#*ffl^fcFPLCT? 

ilieiMUfco ^Jlmg©^MMHC class I/</^l**£#*lel«bfc. 
H6tt, KiiiC class lM^H*^#««ft*ftw-rHT?»*. H9« 
(hhTilffl«, HLA-A*2402-) fcA24full/SeVb£J;tfe/Nef 138-/3 2m/SeVb£^ft 
*ftm. o. i.=10*S«krm?*ffeb&. &ttP > b U-)Vt LTe/Nef 138-/3 2m/SeVb 
©ttfc> 0 Cwt/SeV£«bfc fc©£ffl Wt» 18PSK&100ji Ci ©Na 2 51 Cr0 4 T 2 P#K 
LNef 1 38-1 O^StfJCTL^ d - > ^T sl Cr^ffi 7 V •fe'f Srff o fc. 

BB7«, ^aaaxif h-^ts^/52B©«i*ft»'rHT?**. H9 m chla-a*24 

02- khT«») fce/Nefl38-/52n/SeVb*fc»»l8»i:l/T¥t/SeVfti.o.i.=2T? 

3 0^fc«±?f^IsliRbO.22//m©7^;i/^- : S:ffl^Tiiiib7co 
«MS£bTH9 fflUg (HLA-A*2402- fc KIM&tt) fcA24full/SeYb*J:tf¥t/ 
SeV**n*tl«.o.i.-10*J:«2T?a«*Ufc. SeV^^, 18^«3SbfcgW 
«^100MCi©Na 2 5, Cr0 4 7f2B#Fp^^H,feo -t©^ ±B©*5fcW*lUfce/N 
efl38-/3 2i*£tf**-HllN t)L<«ttn>hD-;WibT10MM Nefl38-10<£r 
^y^H, »tt3>hP-;VtbTwt/SeV*^l61Hthi1l*/t;V^l/fc. 1 
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ftm®, Nefl38-10#^«JCTL^P">2:ffl^T 51 Cr^m7^-fe-r^ffofc <> VcMtt 
UTA24 f u 1 l/SeVb& <£ tKe/Ne f 1 38- 0 2m/SeVb fc^n^ftm. o. i . =1 043 J: 2Tf fiJB 

H8& MHC class iW H4*»CJ:*Xlf h-^#SWCD8^ttT«© 
ttWS*-rWP*S. HLA-A*2402S«^HIV«»#*«kl«M!tA©*«Jill#«» 
(PBMC) IX 10^20 jtig/mlOMHC class I/^^ h* 4*#T*&3A24/Nefl38-107- h 
y^—mmmm^ 37t;-ei5#HJfc£i±fc. llil^tm taCD8m#-APC 

^OPBS (Phosphate-Buffered Saline) CTS^Lfc. !feftfe«ktf*i*fctt2X# 

^A24/Nefl38-10xh^^-<t^CD8in:«M^bfc i fc©T> H«f ©ft^ttCD8Btt 
TW©fh7^-lttlSS©l^ (%) 

mMM 1 ] HLA-A*2402jHS^J3«fctf h J3 2nJt^P0¥«l 
thCDMHC class IG910T&5 HLA-A*2402JW?P» **^b h £ 2nwH5TO 
, HLA-A24 ^0«tA5ffiiTO (PBMC) >y-fe>'»-RNA (mRNA) 

j;}9^D-->^bfc. mRNAO^H^tt Micro-Fas tTrack Kit (Invitrogen) 
Hfc. cDNA AMV-RT First-strand cDNA synthesis kit (LIFE SCIENCE) 

#?>nfccDNA S^M^bTHLA-A*2402®e^«. 7? 4*?— HLA-5P2, HLA-3B 

i3 2mjieTO b2m-5\ b2m-3' fcjflVvCPCRSfrofc. 
HLA-5P2, 5' -GGGCGGATCCGGACTCAGAATCTCCCCAGACGCCGAG-3' (SB?0#^:9) 
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HLA-3B, 5' -CCGCCTCGAGCTGGGGAGGAAACAGGTCAGCATGGGAAC-3' (E2BI## : 1 0 

) 

b2m-5\ 5' -GGCACGAGCCGAGATGTCTCGCTCCGTGGC-3' (PJ#f:lD 
b2m-3', 5' -AATTTGGAATTCATCCAATCCAAATGCGGC-3' (@B»^ : 1 2) 
PCR teWCZO®, 72^1^ ZW(9)W&* 7213 7#T?#£KJS£ 

ffofc. PCM* Ex Taq (Takara) £/BV>TfT?fc. #e>nfcPCR«I&pGEM-T vec 
tor system (Promega) *m»Xtu-->>f\s (W?nA*2402/pGEMfc«J:tf 0 2 
m/pGEM<hbfc), «atKRIS^-^X>XJE*k:TltBUfc. ->-2X>*E«tt 
dye terminator chemistry (Big-Dye terminator cycle sequencing Ready Reac 
tion kit; Applied Biosys terns) ABI-377 DNA Sequencer £T«^» 

ErF©«k3K:LT, xt!b-y^i32m^S-r§SeV^^^-^3-H«^ 
775 H(e/j8 2m/pSeVb) 02n©5^;WEfl©T«E^©fcXfc! 
7\ U>*-0#X» •fe^-T'MJl/X© E, S *s#1-)V, NotlOffi©f«PttPCR 
^^oTfTofcCEIl). U>#-©75/l®»> GGGS <SB?!I## : 13) 
j&* 3 @» D jg b fcE^I (GGGSGGGSGGGS/@B?iJ#^ : 14) £ 5 <k 5 fc bfc. 

e/b2m-al, 5'-GGAGGTGGCGGGTCCGGAGGTGGTTCTGGTGGAGGTTCGATCCAGCGTACTCCAAAGAT 
T-3' (@H^J#^: 1 5) 

e (Nef)-a2, 5' -TCTGGCCTGGAGGCTAGATATCCACTGACCTTTGGATGGTGCTTCGGAGGAGGTGGCGG 
GTCC-3" (@2^J#^- : 1 6) 

e (Env)-a2, 5" -TCTGGCCTGGAGGCTAGATACCTAAGGGATCAACAGCTCCTAGGGATTGGAGGTGGCGG 
GTCC-3' (E8I##: 1 7) 

e/b2m-a3, 5' -TGCGGCCGCCGTACGGCCGAGATGTCTCGCTCCGTGGCCTTAGCTGTGCTCGCGCTACT 
CTCTCTTTCTGGCCTGGAGGCT-3" (E9>J#-t : 18) 
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b2m-d, 5 ' -TTGCGGCCGCGATGAACTTTCACCCTAAGTTTTTCTTACTACGGCGTACGTTACATG 

TCTCGATCCCACTT-3' (@S^J#^ : 1 9 ) 

j3 2n/pGEM*»a!t e/b2m-al, b2m-d fcffl^T 94«C 1#\ 48*C 72<C 1# 

feflfflfcbTedeO-al, **V>tt e(Env)-a2 b2m-d ft«V»TRI*frfcT PCR 
S, $6.(3^(0 PCR SttSftHBtbT e/b2m-a3 b2m-d &Jfllrvrra*frK:T 
PCR ftffV^ e/Nefl38-j32m, e/Env584-/3 2m 0rJt£#fc. e/Nefl38-/3 2m, e/En 

v584-j3 2m®r>T-£ pGEM-T vetor system (Promega) £JBWr#D--X>^U & 

WE^fts^-^x^jRjsc-awbfc. «afflfl«a»otifcT»rcu psevi 

8M+)©NotI^ltrM»AU S«ttafiE5l*«Bb e/Nefl38-3 2m/pSeVb, e 
/Env584-/9 2m/pSeVb ( r e / jS 2m/pSeVbj tl»t5) . Sfc, «©0 2m 

0*Sf8a«-fe>^^'f^ j32m/pSeVb tt b2m-a (5' -TGCGGCCGCCGTACGGCC 
GAGATGTCTCGCTCCGTGGCCTTA-3' /E#l## : 2 0)<hb2m-d £fflV>T±fB£PH$fc: 
/32m/pSeVb fcftfc. NefOXt! Wef 138-10) <D7^ /KBHIfcE*!**! : 

24 }:, EnvCDXlf (Env584-ll) ©75 /g£@emiB»^ : 2 6 fc^f 

o 

[»^!|3] t^^Xb*S^^H*#iHbfcWSMHC class I««36^ 

HLA-A*2402 «CT»ft«^Bir A substrate peptide (BSP) WM (WM 
#5:3 1) h\L7&?>29 (his), -fei/^-f »M;W*®E, S->^iK NotI 
gB&Ofllinte PCRKlTff o fe (0 2 ) o 

A24-a, 5' -TGCGGCCGCCGTACGAGGATGGCCGTCATGGCGCCCCG-3' (SH^J#^ : 3 2 
) 

A24-dl , 5' -GTCCCGCAGCTCCATCTTCATTGCCTCAAAGATTCCTCCAAGGGATCCCCATCTCAGG 
GTGAGGGGCTT-3' (IBJiJ#5:3 3) 



WO 03/029475 



62 



PCT/JP02/09697 



A24-dl/his, 5' -CTACGGCGTACGTCAATGGTGGTGATGGTGGTGGTCCCGCAGCTCCAT-3' (MM 
: 3 4) 

A24-d2/his, 5' -TTGCGGCCGCGATGAACTTTCACCCTAAGTTTTTCTTACTACGGCGTACGTCA-3' ( 
E^iJ#^: 3 5) 

A*2402/pGEM %mmtLT A24-a, A24-dl £/E^94t: l$h 48"C 1#\ 72"C 1 

«lS#fatUT A24-a, A24-dlhis Sffl^TPMSIfc PCR fcfrK $6.^0 PCR 
m^I^^MiUT A24-a, A24-d2his &ffl^T^#t-T PCR £fr^ A24-BSP 
Wrtffi-fcWfc. OTe/32iD/pSeVb flsffl#fcH«fc A24-BSPA/VpSeVb ftftfc. 
C*K«4] JKite'&SMIC class IfigSKH'^*--©^ 
■fe>^^;^ E, S ->Wk NotiaJ&Of^ftltt PCR CTfrofc (0 2^ 
£tf 3) . 

A24-a#, 5 ' -TGCGGCCGCCGTACGCCGAGGATGGCCGTCATGGCGCCCCG-3 ' (@H^J#^ : 4 0) 
A24-d4, 5' -TTGCGGCCGCGATGAACTTTCACCCTAAGTTTTTCTTACTACGGCGTACGTCACACTTTACA 

AGCTGTGAG-3' ffl^J#f : 4 1 ) 
A*2402/pGEM ZmMtLT A24-a#, A24-d4 ZftWlX: l$h 48*0 l$h 72*0 

ia\ tcTi5+f-r^;pffom 72^ mzTW&fcfo*n^ mtuii 

fco OTe/j3 2m/pSeVb mmtm&fc A24full/pSeVb 

P SeV18*b(+), pGEM-L, pGEM-P, pGEM-N, vTF7-3 ti Hasan, M. K. et ah, J. G 
en. Virol. 78: 2813-2820, 1997, Kato, A. et al., 1997, EMBO J. 16: 578-58 
7 Rtf Yu, D. et al., 1997, Genes Cells 2: 457-466 CfB*c£ftTV>5. -fe> 

±!B:£ittfcfB*©#i£fcftoTfTo;fc. e/Nef 
1 38- 3 2m/pSeVb£ «fc e/Env584- 0 2m/pSeVbfr £> , ^ft^ne/Nef 1 38- & 2m/SeVb43 
££>VEnv584-j3 2m/SeVb£#fc (e/j3 2m/SeVb<h»f-3) . A24-BSPA/VP 
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SeVb* A24f ul 1/pSeW S> > * n^tlA24-BSPA/j/SeVb* £tf A24f ul 1/SeVb^- 

H-)V(DWm&%M$m CV-l £<fctf LLCMK2 tt, 10X ^>ISM» (FCS) , 10 
OU/ml ^h^K-f-», lOOU/il ^-^U> (Life Technologies) ft^tf M 
EM (SIGMA) «tt (M10) CT*«bfc. HT0-fe>^ lM /k*©*»fc*^T 

-fr, MUAltff MEMKlTH 0 L/fc. 
M6] Xtfh-y^i32m (e/j32m) OW^itfti 
e /0WSeVb3:fctt0WSeVbft«3tffc CV-l «©^*±lf ft v -fe>^ 
^M^&^ftKSfrtSfc 8 ^ 40,OOOXg T?£iCfl,±»£lsIiKbfc. 

S*±fl|tf»Oe//32m©£*ttlJ->HC7><y5 1 enzyme- linked immunosorbent as 
say (EL ISA) JfclCTffofc. Capture tt#tHffik b 0 25 2 O^D^U * 
n-rJ-Mvfc (DACO) 2.5Mg/ml ft, detector St#fcttlftfc h/3 2S*n4fn:/ 
iJ>^y^O-^trL^A'-^^^— tfW (DAKO) 500ng/ml ftffi^, 58fi 
fctt TMB A-^->j5^-i?5Sfi*y h (BIO-RAD) ftfflV>fco 
%&-$->ZfMzffiMt h j325^P^P^U > (Biogenesis) ftJBUfc. 
[&Ktf7] MM MHC class IM^I 5 ^©^, MM 
A24-BSPA/VSeVb <h e/Nef 138-/3 2m/SeVb e/Env584-0 2m/SeVb £ftC 

v-i«(ca«$^rc<, ««0J§*±m5riEiJKL,> -fe>^^-f;^^ft 

mS-TZfcib, 40,000XgT?»j^L/±*ftlfiIiR» liM PMSF, 3Mg/ml leupeptin, 3 
Aig/ml aprotinin, 3/ig/ml pepstatin A ftiDfcfc. MHC class \/U ! ?\ t ft& 
Wtffi^OfrmomWttVy F 1 ^ y^ELISA fefcTfrofc. Capture tftffcfc 
ttKbb MHC class I t;^D-tJl*# (Ancell) Ug/mlft, detector fflfc 

\z\mt hBi$9utru'7v>*:;9 p-^;^#a-^^->^— tflnn (dako 

) 250ng/ml ftfflV^ fgfifctt TMB /l-^v^— £386* ? b (BIO-RAD) ft 
ffiV^fc (04) o 
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J§*±?fteNiS0 4 £^*b;fcHitrap-Chelating column (Amershai Phariacia) 
FPLC (Amersham Pharmacia) \ZXQ. 02M NaHPO,, 0.5MNaCl (pH7.4) <D 
n-/7 7-^fr(CT0^&0.5 M©Imidazole©«^@3*"e^ttSl/feo PD-10 colu 
mn (Amersham Pharmacia) §fflW» lOmM Tris-HCl (pH8.0) \zUm, Ce 
ntricon-30 (Amicon) &m^XVmMmmzxm^tc (0 5) 0 

mmms] mhc class u^^m^w^m 

tt^XDHMZte Bir A (Avidity) £JBV*fc, RJfcte 1.8 mg/ml MHC 
class I/^^h*m^# lmg * BirA 10/zg t. 10mM Tris-Cl (pH8.0), 50mM B 
icine (pH8.3), lOmM ATP, lOmM MgOAc, 100/zM biotin Tr25<C, 18 igP^JS 

tf^^ft-Jn mhc class i/^J-mStiWmmte Superdex 200 HR10/30 co 
lumn (Amersham Pharmacia) FPLCKT 20mM Tris-Cl ( P H8.0), 150mM NaC 

1 Tff-pfcc t<D'& PD-10 column £/l^T 2mM EDTA PBS 
, Centricon-30 ^fflV^«3ife^T 2mg/mll-»bfco Streptavidin-RPE (M 
olecular Probes) iMHC class I/^^F1S^ : Streptavidin ©tTtf^Xt 

gjfi: = 1:1 r-fcfo-£'&z>z.t\z&?T2>£WikVt£o 

Nef 138-10 <jfgtf)CTL£ 0->©4&iL 
HLA-A*2402 £Jt^ HIV-1 *^©**Jlil#*8 (PBMC) £3X10 5 /96well "f 
^ RIO 100tfl7?Hft««bfc. &©Bfc stimulator^ (0.2/ig/ml PHA (SIGM 
A), 10* Lymphocult-T (Biotest) *£tfRPMI1640 (SIGMA) CR10)"C— IftfS 
rad fcT»W«U«»*ff IOmM ©Nef 138-10 TlWH 
LfcgB© PHA-blast) Sim*., fcitib CD28 Ug/ml #ftT"T?2il|HI**tfc. 
JE-©«iailH*€ffcstiinlatorlBJfi (10,000 rad TttlMfiUHWl, IOmM Nefl38-1 
0 WJV^bfcSB© Epstein-Barr virus transformed B cell line (B-LCL) ) 

o 
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i?D-->m8 cell/well omm 1X10 5 cell/well stimulato« (10 
,000 rad ommmm. IOmM Nef 138-10 TVWX&bfc gBO B-LCLK 5 
X10 4 cell/well feedertt (3,000 rad T^MMUfc^A PBMC) tth 
\Z 10* Lymphocult-T, 2.551! PHA-sup (Gt^A PBMC (3X10 6 /ml) £ 0.2Mg/ml P 
HA T 48 B#M3H»Ufc#*±») #«ETT!3~451IB|J&*l/fc. 

BUS«10] ^SiC class i/^/^F«£#&#/^£SeVSA»lll&© 

CTLlC«k*IWi 

CTL 5I Cr ttffl7yfe-r*aT©«t5lCbTffofc. fc hCD4*TU H9£l 
OSKFCS, lOOU/ml Xhl^b^v'X 100U/ml ^>'J> £^tfRPMI1640 (SI 
GMA) ifctfi (RIO) CT««Lfc. 2X 10 3 cell/well (b H9 

) £ lOO^Ci N ai Cr0 4 «7^JH> RIO lCT3i«som IOmM 

•&t>1i-?SeV^^-©^£m.o.i.=lO:2Tffofe. # E:T it (X7x?^-1B 

ft 37*CT<>+^^- h ^©±?jf#© 51 Cr £ 7 # g 
MtB (Spontaneous release) ©S9^(Ci*X7x^^-«©^t)0lC R10 
ftA&ffl (Maximum release) ©W£fcttx:7x* *-«l&0ft*> 0 K 4* TritonX- 
100/PBS SAtlfc. 

ftSWUJ'X (Specific Lysis) (JO tt [&+r>7>£>cpm - g«ffi(Spont 
aneous release) ©cpri/Hfcfattffl (Maximum release) ©cpm - g«ffi(Sponta 
neous release) ©cpm]x 100 "VWrW-Vfto 

mm&mmC class I/^^H«^#OCTL»C«fc*B«M^fc«*ftH6K:w 
bfc. A24full/SeVb e/Nef 138- j3 2m/SeVb £**AUfciMSfc:*5V>T, 3nfC# 

B«S«1 1] SeVSAIffl»e»tHliRbfcXbfh-y^32iD©^ 
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SeVmxmmrm^nTcX^ h-^^mSWfi-rSfcfc, e/Nefl38-/32i/ 
Se7b*H9«WCfco.I.«2T?»XU 3 H«t««±**ia«tlt31UTXt! 
7^ jS 2n*£tf A24ful l/SeYbft«»**fcH9ft««tfWSt 

X tf 1 — y^-g" 3 2m©8&* $07llilfc. SeVS » £> HI JR b tf h - 

Gfcttm 2] MHC class I/^>T^F4«ftR:«kSXKh-^*JIWCD8BMtT 
«©£t£B 

HLA-A*24O2^^HIV««J:M^A©*^«W(PBMC)lX10nc2O/ig/ 
ml ©MHC class I/^7 p ^h*4*#:T*S§A24/Nefl38-10-r h?"?— RPB*«&iQ3. 
, 37 c C-ei5#£J&$i£fc 0 lERfeSIH^fca, RCD8tt#-AP(W«*ftI^41CTf20^K 
JfcS-frfc. ^©&30ifc#U l%/^^A7;UxkK^tTPBS(Phosphate-Bu 
ffered Saline) fcTBJtbfc. ^feiWlClM^^KiS^ 0.1X7^flS 

A24/Nef 138-10x h^T-tiriCD8tn;#:TJlMUfet>©T, H*0*fe*ttCD8BlttT 

#58i?l§k:±tk m%W)WMmz&^TX.\fh-Zf^B2n&£V®M class 1/ 
*g£j3 2nfc«fctfMHC class 1/*^ F«^W4, KJBC»ftWCTLO«HJ*itf€* 

^<Dtcmz, s&ictt-r>if#*«fc«x^^ii#ic*w-*^^-»xs^UT 

4 ^^^JBJftttfeffiftfNI'r*fc«>K:a»T*ffl7r*5. #f8§Bfc<fcD#* 
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Z. «han?£5Xfc! b-7B£ 0 2n*«fctMC class I/i:/? 1 £B#t 
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tt$©l$B 

2 . ft^**niM8HfcM 5 * v w 

4 . X If h - ^MWSMIC £ 0 «k3 nfcx K h-?*?* H 07 5 J ft 

5. It? b-^*JHIV-10^-f ^ISKO^^ tt#9U#e»4 

8. lKh-^t/3 2i©IHKlE5«l«: 1 3lcB*©TS/»fiW*fctt*©» 
jgL^tf, ft3&® 1 J&> 6 7 ©V>f n#»CfBtt©tf ■< JK*^£ 

9. iKh~y^j32m©^#*feT&oT, 

(a) i e, 8 ©^rn^ti3m©^-f ;i/^^^^-sntnjft*«ftfc* 

1 0. ft«3fi9K:l3«©*SclcJ;04ft*tlfclK h-y^)32ni. 
11. It! h-7*fr&02m&£tN AfD^?-®4l»$oT, 
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1 2. MHC class I S$L ££tfxt! h-^Bf&/3 2m£Hrtf, MHC class 
(a) StJ&g 1*6 8 ©ViTWK:|B«©^^;^^^^-ft , ^»*>Uft fc * 

HC class H*^#*0JR"r*XS, S^SS- 

1 3. MIB«a»ltlW^^ MHC class I ZV'OVX'W*-** 

A-r-5x@££6K:^tr, i 3 iciaao^. 

1 4. MHC class I S*W*£iBS!T!fca* HWfcSl 3 tlB*0^. 

1 5. MHC class I Wm&V*9-><tiOl«'77 4KB*© 

1 6. MHC class I a*#A24»*ttHLA class I mjgTfc5, 3*6 1 

5 ©V>1"tt*fcfB«®:£&. 

1 7. A24&3MLA class I fi£#A*2402*3feT?fcS, tt^Tftl 6 C|B«0*tt 

o 

1 8. E^^bXR^y^K^tyMHC class I M$l£k';f^>ft;1~£X*§* 
££rjtkW>«C class I EiI£7b*v>©#£TT£££ii3Xli££ 6 

1 9. Mti&fll 2*6 1 8'©Vi*rn*^tlB«O^fc«fc0^SSnfcMHC class I 

2 0. 4fi#Tr&£» IfcfrS 1 9 fc|B«©MHC class I/-*^ 

2i. n^i*6 8 0Dv^n*ciBit©^'r;^^^^-> »**ioe:ib« 
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©XKl— 7H*/3ta, $>Z^mimi 9*fctt2 OfcBftOMBG class I/X 

22. n^id^8©Vi-rn^(c|Blfea)^^x^^^-, W^lOCfBic 
CDXtfh-y^32m, **^waMW19*fctt2 0fcf«|OIIBclM8 

$J$Jflt2o 

2 5. MHC class I SH£3- FtafiffWW«^^*' •#* 
2 3 *fcl42 4 £fBft©8ffll&> 

2 6. MHC class I MjWWfr&SlT?**, »#£2 5fci3«c©tt. 

2 7. MHC class I 2 5 fcfBtf©»Hia. 

2 8. If 3*»& 2 7©V>r*l^tB«©tt. 

2 9. «*S2 3^5 2 8©Vvfn#K:iB*©«l&£^ 
ffi©S§**!l. 

3 o . f»#iR2 3^628 ©vi*rn^fcE«©aa«a*^tfE^m^«i. 

3 1. IfefcSl 9£fc«2 0fcf3«©MHC class l/^^m&foZ^ 



WO 03/029475 



PCT/JP02/09697 



1/8 

mi 

e/fl2m/SeVb l0CT 



pa e/p2 



N P M F HN 



!~) 



pSeV18b(+) 



Xtf I — ^^P25^P^P^'J > (e/p2m) 

p2m KKWKaayasa^^ 360bp 



e /p2m k^ r illl l feSMtKKSaKKSKm 429,432bp 

6SU>*-(1375/i» 

(mil A24-Nef 138-10 -i HLA-A*2402|C i. y 



A24-Nef 138-1 V -1 H1A-A*ZWZU * 9 fiETF 
A24-Env584-ll J ^TtfflV-Hbf 



<- Not I -> < p2m^ 5 

(£GO:CGCCGTACGGCCGAGATGTra 

MSRSVALAVLALLSLSGLEA 

< HIV-A24Nefl38-10 •> 

AGATATCCACTGACCTTTGGATGGTGCTTC GGA 
RYPLTFGWCF G 

< • HlV-A24Env584.ll > 

AGATACCTAAGGGATCAACAGCTCCTAGGGATT 

RYLRDQQLLGI 

<• TA~ X P2m-— " 

GGAGGTGGCGGGTCCGGAGGTGGTTCTGGTGGA(&^ 
GGGGSGGGSGGGSIQRTPKI 



P2m > <Bi0J*> <-Mtl\>-> <"NotI -> 

MGTGGGATCGAGACATGTMCGTACGCCGTAGTMGAAAAACTTAGGGTGAAAGTTCATCGCGGCCGC 

K W D R D M * 
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A24-BSPhis/SeVb 



f=n A24-BSP/iis 



N P M F HN 



P SeV18b(+) 



HLA-A*2402 

A24-BSP/»'s 

A24full 



3=1 



ZjBGD 963bp 
j | » 1098bp 



- GS'JV*- (2aa) 
■ etf^bil^f K(14aa) 

13 Ps) 6 £? (6aa) 



<A24-BSPAfe/SeVb> 

Not 1 -> < A2402 

GCGGCCGCCGTACGAGGATGGCCGTCATGGCGCCCC 
M A V M A P 



mimwo ■> < mm&tfm •> 

MGCCCCTCACCCTGAGATGGGGATCCCTTGGAGGMTCTTTGAGGCAATGM 
KPLTLRWGSLGGIFEAMKMELRD 



<< (His) 6. ■> <Evftvl/> <- -> <-Notl-> 

CACCACCATCACCACCATTGACGTACGCCGTAGTMGAAAMCTTAGGGTGAMGTTCATCGCGGCCGC 

H H H H H H * 
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®3 

A24full/SeVb 

pzi A24full 




pSeV18b(+) 



<A24full/SeVb> 

<- Not I -> < A2402 ' 

GCG6CCGCCGTACGCCGAGGATGGCCGTGATGGCGCCC 

M A V M A P 



A2402 > <EVm> <-S^-> <--Notl-> 

CTCACAGCTTGTAMGTGTGACGTACGCCGTAGTMGAAAAACTTAGGGTGAMGTTCATCGCGGCCGC 

L T A C K V * 



WO 03/029475 



PCT/JP02/09697 



4/8 



04 



2.5 




1 2 3 4 5 

1. A24-BSP/i/s/SeVb + e/Nefl38-p2m/SeVb 

2. A24-BSP/wVSeVb + e/Env58i4-p2m/SeVb 

3. A24-BSPA«/SeVb + p2m/SeVb 

4. A24-BSP/iw/SeVb 

5. wt/SeV 



WO 03/029475 



PCT/JP02/09697 



0 5 
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1.2 
1.0 



_ 0.8 
I 0.6 



0.4 
0.2 
0 











I 






Illi w i u 




mLJMii? 


-i iiillni 


iii rifin i n 1 1 f^j^i^H 



*7 tb ifc? A 1 A? tfc A? i— cm co i» «o r~ co o> o »— cm co u> *o r» co o> o t— eg co ^* m <o r> oo o> 

W 2K£2£&2?r£'>— t- r-i i— 1- i- CM CM CM CM CM CM CM CM CM CM CO CO CO CO CO CO CO CO CO CO 

*-t-CNC\|CO0O^-"* 



1 23456789 10 11 121314 



34kDa- 
14kDa- 



CBB 



1 23456789 10 11 121314 





fftsir 


2,3 




4-14 


FPLC^^->3> 



34kDa-*> — — 



►~ WB(fthistrL#0 



14kDa- 



WB(Stp2m^ff) 
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2:1 

E:T Vi/ir 

■ A24fuU+e/Nef 138-p2m 
A24full+wt 

A24fuU+wt „. ... 
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SeVilfe 






A24MI 


e/Nefl38-p2m 






'A24foll 


wt 




-+- 


A24&U 


wt 






A24MI 


wt 


e/Nefl38-p2m 


-0- 


A24W1 


wt 


wt 
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SEQUENCE LISTING 

<110> DNAVEC RESEARCH INC. 

<120> Virus vectors infectious to mammalian cells, which encode 
epitope-1 inked beta 2-microglobulin and their uses 

<130> D3-A0101P 

<140> 
<141> 

<150> JP 2001-301290 
<151> 2001-09-28 

<160> 45 

<170> Patent In Ver. 2. 0 

<210> 1 
<211> 10 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> Description of Artificial Sequence: artificially 
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synthesized sequence 

<400> 1 
ctttcaccct 

<210> 2 
<211> 15 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> Description of Artificial Sequence: artificially 
synthesized sequence 

<400> 2 

tttttcttac tacgg 

<210> 3 
<211> 18 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> Description of Artificial Sequence: artificially 
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synthesized sequence 



<400> 3 

cggccgcaga tcttcacg 



<210> 4 
<211> 18 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> Description of Artificial Sequence: artificially 
synthesized sequence 

<400> 4 

atgcatgccg gcagatga 

<210> 5 
<211> 18 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> Description of Artificial Sequence: artificially 
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synthesized sequence 
<400> 5 

18 

gttgagtact gcaagagc 



<210> 6 
<211> 42 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> Description of Artificial Sequence: artificially 
synthesized sequence 

<400> 6 

tttgccggca tgcatgtttc ccaaggggag agttttgcaa cc 



<210> 7 
<211> 18 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> Description of Artificial Sequence: artificially 
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synthesized sequence 



<400> 7 

18 



atgcatgccg gcagatga 



<210> 8 
<211> 21 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> Description of Artificial Sequence: artificially 
synthesized sequence 

<400> 8 

tgggtgaatg agagaatcag c 



<210> 9 
<211> 37 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> Description of Artificial Sequence: artificially 
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synthesized sequence 
<400> 9 

gggcggatcc ggactcagaa tctccccaga cgccgag 37 



<210> 10 
<211> 39 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> Description of Artificial Sequence: artificially 
synthesized sequence 

<400> 10 

ccgcctcgag ctggggagga aacaggtcag catgggaac 

<210> 11 
<211> 30 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> Description of Artificial Sequence: artificially 
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synthesized sequence 
<400> 11 

ggcacgagcc gagatgtctc gctccgtggc 

<210> 12 
<211> 30 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> Description of Artificial Sequence: artificially 
synthesized sequence 

<400> 12 

aatttggaat tcatccaatc caaatgcggc 



<210> 13 
<211> 4 
<212> PRT 

<213> Artificial Sequence 
<220> 

<223> Description of Artificial Sequence: artificially 
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synthesized sequence 

<400> 13 
Gly Gly Gly Ser 
1 



<210> 14 
<211> 12 
<212> PRT 

<213> Artificial Sequence 
<220> 

<223> Description of Artificial Sequence: artificially 
synthesized sequence 

<400> 14 

Gly Gly Gly Ser Gly Gly Gly Ser Gly Gly Gly Ser 
1 5 10 



<210> 15 
<211> 60 
<212> DNA 

<213> Artificial Sequence 
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<220> 

<223> Description of Artificial Sequence: artificially 
synthesized sequence 

<400> 15 

ggaggtggcg ggtccggagg tggttctggt ggaggttcga tccagcgtac tccaaagatt 60 



<210> 16 
<211> 63 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> Description of Artificial Sequence: artificially 
synthesized sequence 

<400> 16 

tctggcctgg aggctagata tccactgacc tttggatggt gcttcggagg aggtggcggg 60 
tec 63 



<210> 17 
<211> 63 
<212> DNA 
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<213> Artificial Sequence 
<220> 

<223> Description of Artificial Sequence: artificially 
synthesized sequence 

<400> 17 

•tctggcctgg aggctagata cctaagggat caacagctcc tagggattgg aggtggcggg 60 
tec 63 



<210> 18 
<211> 81 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> Description of Artificial Sequence: artificially 
synthesized sequence 

<400> 18 

tgcggccgcc gtaeggcega gatgtctege tccgtggcct tagctgtgct cgcgctactc 60 



tctctttctg gectggagge t 



81 



WO 03/029475 



11/26 



PCT/JP02/09697 



<210> 19 

<211> 71 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> Description of Artificial Sequence: artificially 
synthesized sequence 

<400> 19 

ttgcggccgc gatgaacttt caccctaagt ttttcttact acggcgtacg ttacatgtct 60 
cgatcccact t 71 



<210> 20 
<211> 42 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> Description of Artificial Sequence: artificially 
synthesized sequence 



<400> 20 
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tgcggccgcc gtacggccga gatgtctcgc tccgtggcct ta 



<210> 21 
<211> 80 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> Description of Artificial Sequence: artificially 
synthesized sequence 

<220> 
<221> CDS 
<222> (21).. (80) 

<400> 21 

gcggccgccg tacggccgag atg tct cgc tec gtg gec tta get gtg etc gcg 53 

Met Ser Arg Ser Val Ala Leu Ala Val Leu Ala 
1 5 10 



eta etc tct ctt tct ggc ctg gag get 
Leu Leu Ser Leu Ser Gly Leu Glu Ala 
15 20 



80 
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<210> 22 
<211> 20 
<212> PRT 

<213> Artificial Sequence 
<400> 22 

Met Ser Arg Ser Val Ala Leu Ala Val Leu Ala Leu Leu Ser Leu Ser 
15 10 15 

Gly Leu Glu Ala 
20 



<210> 23 
<211> 30 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> Description of Artificial Sequence: artificially 
synthesized sequence 

<220> 
<221> CDS 
<222> CO. . (30) 
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<400> 23 

aga tat cca ctg acc ttt gga tgg tgc ttc 
Arg Tyr Pro Leu Thr Phe Gly Trp Cys Phe 
1 5 10 



30 



<210> 24 
<211> 10 
<212> PRT 

<213> Artificial Sequence 



<400> 24 

Arg Tyr Pro Leu Thr Phe Gly Trp Cys Phe 
1 5 10 



<210> 25 
<211> 33 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> Description of Artificial Sequence: artificially 
synthesized sequence 

<220> 
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<221> CDS 
<222> (1).. (33) 

<400> 25 

aga tac eta agg gat caa cag etc eta ggg at t 
Arg Tyr Leu Arg Asp Gin Gin Leu Leu Gly He 
1 5 10 

<210> 26 
<211> 11 
<212> PRT 

<213> Artificial Sequence 
<400> 26 

Arg Tyr Leu Arg Asp Gin Gin Leu Leu Gly He 
1 5 10 



<210> 27 
<211> 60 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> Description of Artificial Sequence: artificially 
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synthesized sequence 

<220> 
<221> CDS 
<222> (1).. (60) 

<400> 27 

gga ggt ggc ggg tec gga ggt ggt tct ggt gga ggt teg ate cag cgt 

Gly Gly Gly Gly Ser Gly Gly Gly Ser Gly Gly Gly Ser He Gin Arg 

1 5 10 15 

act cca aag att 
Thr Pro Lys He 
20 



<210> 28 
<211> 20 
<212> PRT 

<213> Artificial Sequence 
<400> 28 

Gly Gly Gly Gly Ser Gly Gly Gly Ser Gly Gly Gly Ser He Gin Arg 
15 10 15 



Thr Pro Lys He 
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20 



<210> 29 
<211> 69 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> Description of Artificial Sequence: artificially 
synthesized sequence 

<220> 
<221> CDS 
<222> (1).. (18) 

<400> 29 

aag tgg gat cga gac atg taacgtacgc cgtagtaaga aaaacttagg 
Lys Trp Asp Arg Asp Met 
1 5 

gtgaaagttc atcgcggccg c 



<210> 30 
<211> 6 
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<212> PRT 

<213> Artificial Sequence 
<400> 30 

Lys Trp Asp Arg Asp Met 
1 5 

<210> 31 
<211> 14 
<212> PRT 

<213> Artificial Sequence 
<220> 

<223> Description of Artificial Sequence: artificially 
synthesized sequence 

<400> 31 

Leu Gly Gly He Phe Glu Ala Met Lys Met Glu Leu Arg Asp 
1 5 10 



<210> 32 
<211> 38 
<212> DNA 

<213> Artificial Sequence 
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<220> 

<223> Description of Artificial Sequence: artificially 
synthesized sequence 

<400> 32 

tgcggccgcc gtacgaggat ggccgtcatg gcgccccg 38 

<210> 33 
<211> 69 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> Description of Artificial Sequence: artificially 
synthesized sequence 

<400> 33 

gtcccgcagc tccatcttca ttgcctcaaa gattcctcca agggatcccc atctcagggt 60 

CO 

gaggggctt 03 



<210> 34 
<211> 48 
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<212> DNA 

<213> Artificial Sequence 
<220> 

<223> Description of Artificial Sequence: artificially 
synthesized sequence 

<400> 34 

ctacggcgta cgtcaatggt ggtgatggtg gtggtcccgc agctccat 



<210> 35 
<211> 53 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> Description of Artificial Sequence: artificially 
synthesized sequence 

<400> 35 

ttgcggccgc gatgaacttt caccctaagt ttttcttact acggcgtacg tea 



<210> 36 
<211> 36 
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<212> DNA 

<213> Artificial Sequence 
<220> 

<223> Description of Artificial Sequence: artificially 
synthesized sequence 

<220> 
<221> CDS 
<222> (18).. (36) 

<400> 36 

gcggccgccg tacgagg atg gcc gtc atg gcg ccc c 

Met Ala Val Met Ala Pro 
1 5 



<210> 37 
<211> 6 
<212> PRT 

<213> Artificial Sequence 



<400> 37 

Met Ala Val Met Ala Pro 
1 5 
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<210> 38 

<211> 138 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> Description of Artificial Sequence: artificially 
synthesized sequence 

<220> 
<221> CDS 
<222> (1).. (87) 

<400> 38 

aag ccc etc acc ctg aga tgg gga tec ctt gga gga ate ttt gag gca 48 

Lys Pro Leu Thr Leu Arg Trp Gly Ser Leu Gly Gly He Phe Glu Ala 
1 5 10 15 

atg aag atg gag ctg egg gac cac cac cat cac cac cat tgaegtaege 97 
Met Lys Met Glu Leu Arg Asp His His His His His His 
20 25 

cgtagtaaga aaaacttagg gtgaaagttc atcgcggccg c 138 
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<210> 39 

<211> 29 
<212> PRT 

<213> Artificial Sequence 
<400> 39 

Lys Pro Leu Thr Leu Arg Trp Gly Ser Leu Gly Gly He Phe Glu Ala 
1 5 10 15 

Met Lys Met Glu Leu Arg Asp His His His His His His 
20 25 



<210> 40 
<211> 41 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> Description of Artificial Sequence: artificially 
synthesized sequence 



<400> 40 

tgcggccgcc gtacgccgag gatggccgtc atggcgcccc g 



41 
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<210> 41 

<211> 71 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> Description of Artificial Sequence: artificially 
synthesized sequence 

<400> 41 

ttgcggccgc gatgaacttt caccctaagt ttttcttact acggcgtacg tcacacttta 60 
caagctgtga g 71 



<210> 42 
<211> 38 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> Description of Artificial Sequence: artificially 
synthesized sequence 

<220> 
<221> CDS 
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<222> (21).. (38) 
<400> 42 

gcggccgccg tacgccgagg atg gcc gtc atg gcg ccc 38 

Met Ala Val Met Ala Pro 
1 5 



<210> 43 
<211> 6 
<212> PRT 

<213> Artificial Sequence 
<400> 43 

Met Ala Val Met Ala Pro 
1 5 



<210> 44 
<211> 69 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> Description of Artificial Sequence: artificially 
synthesized sequence 
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<220> 
<221> CDS 
<222> (D..08) 

<400> 44 

etc aca get tgt aaa gtg tgaegtaege cgtagtaaga aaaacttagg 48 
Leu Thr Ala Cys Lys Val 
1 5 

gtgaaagttc atcgcggccg c 69 

<210> 45 
<211> 6 
<212> PRT 

<213> Artificial Sequence 
<400> 45 

Leu Thr Ala Cys Lys Val 
1 5 
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DESCRIPTION 

MAMMALIAN CELL- INFECTING VIRUS VECTOR ENCODING EPITOPE-LINKED-P2m 

AND USES THEREOF 

5 Technical Field 

The present invention relates to mammalian cell-infecting 
virus vectors encoding epitope-linked-p2m and uses thereof. 

Background Art 

10 MHC (major histocompatibility complex) class I molecule is a 

heterodimer consisting of a heavy chain (HC) and (32-microglobulin 
(P2m) , that is present on the cell membrane surface of almost every 
cell. MHC class I molecule comprises a groove formed by the heavy 
chain that can stow a peptide of around 10 amino acids . The resulting 

15 MHC class I/peptide complex is recognized through T cell receptors 
(TCR) on cytotoxic T lymphocytes (CTL) that play a role in cellular 
immunity. Thus, the peptide displayed on MHC class I molecule is 
called an u epitope" (antigenic determinant) . 

Peptide fragments derived from autoantigens produced in the 

2 0 cytoplasm, virus antigens, and tumor antigens are transported into 
the rough endoplasmic reticulum via a transporter called TAP 
(transporter associated with antigen processing) existing on the 
surface of the rough endoplasmic reticulum, and there they form stable 
MHC class I/peptide complexes with an MHC class I heavy chain and 

25 P2m. The P2 -microglobulin molecule plays roles in retaining the 
stability of the 3 -dimentional structure of the MHC class I molecule 
and in the transportation of the heavy chain to the cell surface (Tasuku 
Honjo and Takeshi Watanabe (ed.), "Immune System: Recognition, 
differentiation, and proliferation", The Molecular Biology Society 

30 of Japan (ed.), Maruzen Co., Ltd., Tokyo: pll7-118) . An empty MHC 
class I molecule unbound to a peptide is known to be very unstable 
under a culture condition of 37°C. 

An epitope, i.e. , a peptide displayed on MHC class I molecule, 
is a very important molecule in inducing specific cellular immunity 

35 against a certain antigen. Development of peptide vaccines as 
immunotherapeutic agents against infections with viruses, such as 
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HIV, or against cancers has been attempted. However, peptides of major 
epitopes derived from many virus antigens and tumor antigens have 
weak binding activity to MHC class I molecules . Therefore , generally, 
when these peptides are used alone as vaccines, no effect can be 
5 expected due to their low stability. In 1998, an artificial epitope 
with amino acid substitutions to enhance the binding ability to MHC 
class I molecule without losing its antigenicity was effectively used 
in a clinical study with melanoma patients. However, identification 
and development of such epitopes with improved stability and 

10 antigenicity are troublesome and difficult and not always provide 
an epitope of interest. 

On the other hand, a system using the adjuvant effect of p2m 
is under development based on the finding that the stability of a 
peptide on an MHC class I molecule is enhanced by P2m. 

15 Recently, the expression of MHC class 1/peptide complexes 

wherein epitope peptides are fused with MHC class I molecules and 
MHC class II molecules or p2m has been attempted (Uger, R. A. and Barber, 
B. H. , J. Immunol . 160 : 1598-1605 (1998) ; White, J. et al . , J. Immunol . 
162: 2671-2676 (1999) ; Kang, X. et al . , Cancer Res . 57: 202-205 (1997) ; 

20 Uger, R. A. et al . , J. Immunol. 162: 6024-6028 (1999); USP No. 
5,869,270). These complexes are reported to exhibit enhanced 
stability and recognition by CTL compared to the peptides alone, in 
particular, those constructed with epitopes having weak binding 
activity to MHC class I molecules, by the fusion of the epitope peptide 

25 sequence via a linker to the N-terminus of P2m (epitope-linked-p2m; 
e/p2m) . However, in these reports, expression vectors for E. coli were 
primarily used, and no report is been known wherein a mammalian 
cell-infecting virus vector is used. Exogenous proteins 
overexpressed in E.coli often form inclusion bodies and are 

30 insolubilized. Although these insoluble proteins can be solubilized 
with denaturing agents such as urea, and then refolded, not all of 
these insoluble proteins are dissolved, and furthermore, such 
treatments are rather troublesome. Moreover, possible contamination 
of E.coli components is another cause of concern. 

35 The efficiency of gene transfer using expression plasmids for 

mammalian cells is low and sufficient expression cannot be expected. 
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Furthermore, another disadvantage of the use of mammalian cell 
expression plasmids is that they can be only expressed in dividing 
cells wherein the nuclear membrane disappears due to the need of the 
plasmids to be transferred into the nucleus for its expression. 
5 MHC class I/peptide complexes are also useful for assays of 

antigen-specific CTL . The method so called limiting dilution assay 
has been used for the determination of frequency of antigen-specific 
CTL in individuals. However, it requires a long term in vitro culture 
and has a low sensitivity. Accordingly, "MHC class I/peptide 

10 tetrameric complex (tetramer)" that is sensitive and can be simply 
prepared was developed in 1996 (Altman, J. D. et . al . , Science 274: 
94-96 (1996)). This tetramer is prepared by tetramerization of a 
monomeric MHC class I/peptide complex using the biotin-avidin binding 
system followed by the addition of a fluorescence label and is used 

15 for FACS analysis. Since this method allows direct analysis of 
peripheral blood mononuclear cell samples isolated from individuals, 
it is not only simple and reflects directly the frequency in each 
individual, but it also has high sensitivity and high specificity 
(Wilson, J.D.K. et al . , J. Exp. Med. 188: 785-790 (1998); Kuroda, 

20 M.J. et al., J. Exp. Med. 187: 1373-1381 (1998)). At present, the 
MHC class I/peptide complexes that comprise human MHC class I molecules 
are prepared by independent expression and purification of heavy 
chains and P2m proteins in E. coli, followed by in vitro folding of 
them with a synthetic peptide. 

25 In contrast, in relation with mouse MHC class I molecules, 

construction of an insect cell -derived MHC class I/peptide complex 
using a baculovirus vector has been reported (White, J. et al . , J. 
Immunol. 162: 2671-2676 (1999)). In this system, the MHC class 
I/peptide complex was constructed in cells co- infected with 

30 baculoviruses expressing a heavy chain of MHC class I and an 
epitope-linked-p2m, respectively. However, there is no report on the 
use of a mammalian cell-infecting virus vector for this purpose . Since 
the baculovirus vector system expresses exogenous genes located 
downstream of a promoter effective in insect cells (for example, Sf9 

35 cells) , mammalian cells cannot be utilized (Published Japanese 
Translation of International Publication No. Hei 6-502990) . In 
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addition, while Punnonen et al . have disclosed a genetic vaccine vector 
for use in DNA shuffling (Punnonen, J. et al., Genetic Vaccine Vector 
Engineering, USP Application Serial No. 20010006950), a mammalian 
cell -infecting virus vector encoding epitope- linked-(32m has not been 
5 reported. 

Disclosure of the Invention 

The present invention provides mammalian cell -infecting virus 
vectors encoding epitope-linked-P2m and uses thereof. 

10 The present inventors intended to construct an expression 

system using a mammalian cell -infecting virus vector to establish 
an overexpression system of epitope-linked-p2m andMHC class 1/peptide 
complex in mammalian cells. For this purpose, the inventors 
constructed an expression system of Sendai virus (SeV) for the MHC 

15 class 1/peptide complex and the epitope-linked-p2m by adopting a 
recombinant Sendai virus (rSeV) that can be infected into versatile 
mammalian cells and allows extremely high expression of transgenes . 

The inventors used epitopes derived from Nef and Env proteins 
of HIV as examples for the construction of SeV vector systems that 

20 express epitope-linked-|32m. The inventors succeeded in recovering 
large amounts of the epitope-linked-P2m in the form of secreted protein 
by introducing the recombinant SeV vectors into mammalian cells. The 

recovered epitope-linked-p2m was found to form an MHC class 1/peptide 
complex by binding to an MHC class I heavy chain on the cell surface, 
25 and had ability to efficiently present the antigen to CTL. Thus, the 
epitope- linked-P2m produced by the mammalian cell-infecting virus 
vector was shown to be useful as a protein preparation. Clinically 
useful antigen-specific cellular immune response- inducing agents can 

be obtained by recovering and purifying the epitope- linked-P2m 
30 produced in cells infected with the vector. 

Moreover, the present inventors constructed a SeV vector that 
expresses an MHC class I heavy chain and used it for co- infection 
into mammalian cells in combination with a SeV vector expressing an 

epi tope -1 inked- P2m to recover and purify an MHC class I/peptide 
35 complex. Furthermore, using a SeV vector, a secretory MHC class I 
heavy chain lacking the membrane bound region added with a 
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biotinylation substrate peptide was expressed to yield an MHC class 
1/peptide complex. This complex was biotinylated, and then an MHC 
class I/peptide tetramer was constructed via binding the complex 
through an RPE- labeled avidin. This MHC class I/peptide tetramer is 
5 suitably used for the detection and quantification of CTL. This 
tetramer is glycosylated due to its expression in mammalian cells, 
and thus is expected to have an increased sensitivity compared with 
that expressed in an E.coli system. 

Cells co-infected with SeV vectors expressing HLA-A*2402 and 

10 p2m bound to an epitope derived from the HIV-1 Nef protein were found 
to be recognized by antigen-specific CTL equivalently or more 
efficiently compared with pulsed administration of a synthetic 
epitope peptide derived from the HIV-1 Nef protein. Furthermore, when 
the effects of epitope- linked-P2m recovered from cells infected with 

15 the SeV vector were examined, antigen-specific CTL responses were 
successfully induced by the addition of epitope- Iinked-P2m into a 
culture solution of target cells. These findings indicate that the 
mammalian cell-infecting virus vector encoding epitope-linked-p2m is 
useful for in vivo or ex vivo gene therapy for inducing an 

20 antigen-specific immune response. A more efficient immunotherapy 
than that merely using such peptide vaccines may be achieved by 
producing a desired MHC class I/peptide complex in vivo. 

As described above, the inventors established an efficient 
method for the production of epitope- linked-P2m in mammalian cells, 

25 and produced secretory and membrane -bound MHC class I/peptide 
complexes that contain the epitope- Iinked-P2m. Furthermore, the 
inventors developed a novel system for generating an MHC class 
I/peptide tetramer useful for the detection and quantification of 
endogenous antigen-specific cytotoxic T lymphocytes (CTL) . The 

30 inventors further presented an antigen to antigen-specific CTL by 
binding the epitope-linked-p2mprotein prepared by the above described 
production system to the cell surface MHC class I molecules . Moreover, 
the inventors established a recognition- inducing system by 
antigen-specific CTL, through co-infection of target cells with virus 

35 vectors expressing epitope-linked-P2m and an MHC class I heavy chain, 
respectively. 
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Using the vector system provided by the present invention, a 
desired epitope- linked-p2m can be expressed in large amounts in 
mammalian cells. The epitope-linked-p2m and MHC class I/peptide 
complex thus obtained are quite useful in: (1) detecting and 
5 quantifying antigen-specific TLC; (2) displaying antigens on MHC 
class I molecules using purified epitope- linked-p2m proteins; and (3) 
inducing antigen-specific cellular immune response via the infection 
of vectors in vivo and ex vivo. In particular, the vectors of the 
present invention are suitably used for the induction of protective 
10 immunity against infections with viruses and bacteria, and for 
immunotherapy against cancers . 

The present invention relates to mammalian cell -infecting 
virus vectors encoding epitope-linked-p2m and uses thereof. More 
specifically, this invention relates to: 
15 (1) a mammalian cell-infecting virus vector that encodes an 

epitope-linked-p2m in an expressible manner; 

(2) the virus vector of (1) , wherein said mammalian 
cell -infecting virus vector is a Paramyxovirus vector; 

(3) the virus vector of (2) , wherein said Paramyxovirus is 
20 Sendai virus; 

(4) the virus vector of any one of (1) to (3) , wherein said 
epitope comprises an amino acid sequence of an epitope peptide 
presented by an antigen-presenting cell, or a portion thereof; 

(5) the virus vector of any one of (1) to (4) , wherein said 
25 epitope is a partial peptide of a HIV-1 virus protein; 

(6) the virus vector of (5) , wherein said epitope comprises 
the amino acid sequence of SEQ ID NO: 24 or 26, or a portion thereof; 

(7) the virus vector of any one of (1) to (4) , wherein said 
epitope is a partial peptide of a tumor antigen; 

3 0 (8) the virus vector of any one of (1) to (7) , wherein said 

vector comprises the amino acid sequence of SEQ ID NO: 13 or a repeated 
sequence thereof between said epitope and P2m sequences; 

(9) a method for producing an epitope-linked-P2m, which 
comprises the steps of: 

3 5 (a) introducing the virus vector of any one of (1) to (8) into 

a mammalian cell, and 
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(b) recovering the epitope-linked-p2m from the mammalian cell 
introduced with the vector or the culture supernatant thereof; 

(10) an epitope-linked-(32m produced by the method of (9) / 

(11) a method for producing a heterodimer comprising an 

5 epitope-linked-P2m, which comprises the steps of: 

(a) introducing the virus vector of any one of (1) to (8) into 
a mammalian cell, and 

(b) recovering the produced heterodimer from the mammalian cell 
introduced with the vector or the culture supernatant thereof; 

10 (12) a method for producing an MHC class I/peptide complex 

comprising an MHC class I heavy chain and an epitope- linked-P2m, which 

comprises the steps of: 

(a) introducing the virus vector of any one of (1) to (8) into 

a mammalian cell, and 
15 (b) recovering the produced MHC class I/peptide complex from 

the mammalian cell introduced with the vector or the culture 

supernatant thereof ; 

(13) the method of (12) , wherein said method further comprises 
the step of introducing a virus vector expressing the MHC class I 

20 heavy chain into the mammalian cell; 

(14) the method of (13) , wherein said MHC class I heavy chain 
is a secretory form; 

(15) the method of (14) , wherein said MHC class I heavy chain 
comprises a biotinylation substrate peptide; 

25 (16) the method of any one of (13) to (15) , wherein said MHC 

class I heavy chain is an A24-restricted HLA class I heavy chain; 

(17) the method of (16), wherein said A24-restricted HLA class 
I heavy chain is derived from A*2402; 

(18) the method of (15) , wherein said method further comprises 
3 0 the steps of biotinylating said MHC class I heavy chain comprising 

the biotinylation substrate peptide and assembling the biotinylated 
MHC class I heavy chain in the presence of avidin; 

(19) an MHC class I/peptide complex produced by the method of 
any one of (12) to (18) ; 

35 (20) the MHC class I/peptide complex of (19) , wherein said 

complex is a tetramer; 
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(21) an inducer of antigen-specific cellular immune response 
comprising the virus vector of any one of (1) to (8) , the 
epitope-linked-P2m of (10), or the MHC class 1/peptide complex of (19) 
or (20) ; 

5 (22) a pharmaceutical composition comprising the virus vector 

of any one of (1) to (8) , the epitope-linked-P2m of (10) , or the MHC 
class I/peptide complex of (19) or (20) ; 

(23) a mammalian cell, wherein the virus vector of any one of 
(1) to (8) has been introduced; 
10 (24) a cell that has the epitope-linked-p2m of (10) on the cell 

surface; 

(25) the cell of (23) or (24) , wherein a gene encoding an MHC 
class I heavy chain has been exogenously introduced; 

(26) the cell of (25) , wherein said MHC class I heavy chain 
15 is a membrane -bound form; 

(27) the cell of (25) , wherein said MHC class I heavy chain 
is a secretory form; 

(28) the cell of any one of (23) to (27) , which is a dendritic 

cell ; 

20 (29) an inducer of antigen-specific cellular immune response 

comprising the cell of any one of (23) to (28) ; 

(30) a pharmaceutical composition comprising the cell of any 
one of (23) to (28) ; and 

(31) a detection agent for antigen-specific T lymphocytes 
25 comprising the MHC class I/peptide complex of (19) or (20) . 

According to the present invention, the term "epitope" refers 
to a peptide recognized by immune cells. Such immune cells include 
T cells, B cells, NK cells, and NKT cells. A preferable embodiment 
of the epitope in this invention includes a peptide recognized by 

30 T cells. The epitopes of the present invention include not only those 
presented by antigen-presenting cells, but may be any desired peptide 
so long as it is recognized by an immune cell . For example, a peptide 
having an artificially prepared amino acid sequence may also be used 
as the epitope. More preferably, the epitope of the present invention 

35 is a peptide presented by an antigen-presenting cell (APC) or a portion 
thereof . In the present invention, a "portion" of a protein or peptide 
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to be used as an epitope contains generally 8 or more, preferably 
9 or more, more preferably 10 or more, 12 or more, or 15 or more 
continuous amino acids. 

The present invention provides a mammalian cell -infecting 
5 virus vector that encodes an epitope-linked-p2m. There is no 
limitation on the mammalian cell-infecting virus vector and any 
desired virus vector may be used. In addition, the mammalian 
cell- infecting virus vector of the present invention may have an 
ability to infect cells other than mammalian cells. Preferably, the 

10 vector is less toxic to host cells and achieves a high expression 
level of a transgenes. The virus vectors used in this invention 
include, for example, adenovirus vectors, adeno-associated virus 
vectors, herpes simplex virus vectors , retrovirus vectors , lentivirus 
vectors, Semliki forest virus vectors, Sindvis virus vectors, 

15 vaccinia virus vectors, fowl pox virus vectors, and Sendai virus 
vectors, but are not limited thereto. Using these vector systems, 
a recombinant virus vector expressing the epitope-linked~p2m may be 
constructed. The phrase "recombinant virus vector" used herein 
refers to a virus vector generated via a recombinant polynucleotide. 

20 The recombinant polynucleotide is defined as a polynucleotide that 
is not bound as in natural state. More specifically, it refers to 
artificially recombined polynucleotide chains or newly generated 
polynucleotides. The "recombinant" virus vector includes, for 
example, those constructed by gene manipulation and that prepared 

25 by gene amplification of the constructed vectors. The recombinant 
virus vectors may be generated by reconstituting virus particles 
through the expression of recombinant virus cDNA in host cells. 

The recombinant virus vectors may be prepared according to methods 
known to those skilled in the art. For example, an adenovirus vector 

3 0 that is most frequently used for gene therapy can be constructed 
according to the method of Saito et al . (Miyake et al . , Proc . Natl. 
Acad. Sci. USA 93: 1320-24 (1996); Kanegae et al . , "Biomanual Series 
4- Gene Transfer and Expression, Methods of Analysis" (in Japanese) , 
43-58 (1994) , Yodosha) . For example, a 42 kb cosmid pAdexlcw (Kanegae 

35 et al., Saiboukougaku, 13 (8): 757-763 (1994)) that contains a 31 
kb AdDNA, almost the full-length adenovirus (Ad) type 5 genome except 
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for El and E3 regions, is cleaved with an appropriate restriction 
enzyme (for example, Swal) , and then properly desalted and purified 
by gel filtration. An expression unit for exogenous genes is then 
used for a ligation reaction with the cleaved cosmid using T4 DNA 
5 ligase, and the enzyme is inactivated by heat treatment . The resulting 
ligate is desalted by gel filtration, and then cleaved with Swal . 
After phenol treatment and gel filtration, the cleaved product is 
subjected again to Swal cleavage. A portion of the product is used 
for in vitro packaging using Gigapack XL (Stratagene, USA) . The 

10 ligated product is then introduced into E.coli cells. Cosmids are 
prepared from some of ampicillin-resistant transf ormants of the cells, 
their structures are analyzed by digestion with restriction enzymes 
to isolate recombinant cosmids wherein the exogenous gene expression 
unit is inserted in the desired direction (opposite direction to that 

15 of the transcription of E1A and E1B) . In another series, a 
DNA-terminal protein complex (DNA-TPC) of adenovirus type 5 (Ad5 
strain dlX) that lacks El and E3 regions is prepared by the method 
of Saito et al . (Kanegae et al . , supra) . This complex is digested, 
for example, with EcoT22I, and then desalted and purified by gel 

20 filtration and such. The EcoT22 I -digested fragments are mixed with 
the recombinant cosmid obtained as described above, and then 
introduced into 293 cells using, for example, Cellphect kit (Pharmacia, 
Sweden) . On the next day, the transfected 293 cells are suspended, 
and the suspension and 10-fold to 100-fold dilution thereof are 

25 inoculated onto 96-well plates. Approximately 2 weeks after, a 
culture solution containing dead cells is isolated from the wells 
wherein propagation of recombinant Adenovirus (generated via the 
recombination in the 293 cells) could be observed. The culture 
solution is repeatedly frozen and thawed to release the adenovirus 

30 particles from cells . After centrifugat ion, the supernatant (primary 
virus solution) is used for infection of 293 cells spread onto 24-well 
plates. Three days later, culture solution containing dead cells is 
isolated. A portion of the solution is frozen and thawed, and 
centrifuged as for the preparation of the primary virus solution to 

35 obtain the supernatant (secondary virus solution) . The residual 
solution is centrifuged to obtain cells. DNA is prepared from the 
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cells and the structure of the recombinant adenovirus DNA is analyzed 
by digestion with restriction enzymes to select clones that have been 
confirmed to have the desired DNA structure. The secondary virus 
solution is used for infection of 293 cells in larger amounts, the 
5 culture solution is similarly frozen, thawed and centrifuged to obtain 
the third virus solution. After determining the titer of the third 
virus solution according to the method of Saito et al . (Kanegae et 
al . , supra) , it may be used as the vector (Miyake et al., supra ; Kanegae 
et al., Acta Paediatr. Jpn, 38: 182-188 (1996)). 

10 In addition, for example, retrovirus vectors (Wakimoto et al . , 

Protein Nucleic Acid and Enzyme 40: 2508-2513 (1995)) and 
adeno-associated virus vectors (Tamaki et al . , Protein Nucleic Acid 
and Enzyme 40: 2532-2538 (1995)) may also be used. Methods to 
efficiently produce these vectors are known in the art. 

15 In the interest of producing other vectors that can be used 

for gene transfer into mammalian cells, Published Japanese 
Translation of International Publication No. Hei 6-502069, Examined 
Published Japanese Patent Application No. (JP-B) Hei 6-95937, and 
JP-B Hei 6-71429 disclose detailed methods for producing recombinant 

20 vaccinia viruses. Furthermore, JP-B Hei 6-34727 and Published 
Japanese Translation of International Publication No. Hei 6-505626 
disclose methods for producing recombinant papilloma viruses. 
Moreover, Unexamined Published Japanese Patent Application No . (JP-A) 
Hei 5-308975 discloses a method for producing recombinant 

25 adeno-associated virus, and Published Japanese Translation of 
International Publication No. Hei 6-508039 discloses a method for 
producing recombinant adenovirus . 

By introducing the obtained virus vectors into mammalian cells, 
an epitope-linked-P2m is expressed and obtained either from the cells 

3 0 or the culture supernatant thereof . The recovered epitope-linked~P2m 
is useful for the induction of antigen-specific cellular immune 
response. For example, an epitope may be presented by adding the 
epitope-linked-P2m to antigen-presenting cells. Alternatively, a 
desired epitope can be efficiently presented by introducing the virus 

35 vector expressing the epitope-linked-p2m into antigen-presenting 
cells. The epitope may be connected with any site of P2m, but 
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preferably, for example, it is connected to the N- terminus of the 
secreted p2m. For this purpose, the epitope is connected downstream 
of the secretory signal sequence of (32m, and the P2m protein is linked 
to the epitope, if necessary via a spacer sequence, to yield a fusion 
5 protein. There is no limitation on the P2m to be used, and any desired 
mammalian p2m may be used. However, when used for humans, human p2m 
is preferred. The human P2m gene may be isolated according to the 
method as described in the Examples below. 

Furthermore, when both genes encoding epitope- linked-p2m and 

10 a secretory form (also referred to as soluble form) MHC class I heavy 
chain are introduced into the same mammalian cell, then the MHC class 
I/peptide complex is secreted into the culture supernatant, allowing 
easy recovery of the complex. The secretory form MHC class I heavy 
chain may be introduced into mammalian cells through a virus vector 

15 or may be expressed via integration of its gene into the cellular 
chromosomal DNA. When a biotinylat ion substrate peptide is attached 
to the secretory form MHC class I heavy chain, a tetramer of the 
biotinylated MHC class I/peptide complex can be produced using avidin. 
Such a tetramer is in particular useful for the detection and 

20 quantification of CTL. 

When both genes encoding the epitope- linked-P2m and a 
membrane -bound form MHC class I heavy chain are introduced into a 
mammalian cell, a large amount of MHC class I/peptide complex is 
expressed on the cell surface. Such a cell has an excellent 

25 antigen-presenting ability to the epitope-specif ic CTL. 

When expressing an MHC class I heavy chain using a virus vector, 
the vector is not limited in any way and any desired virus vector 
may be used similarly as to the virus vectors expressing 
epitope-linked-P2m as described above. Alternatively, the 

30 epitope-linked-p2m and the MHC class I heavy chain may be co-expressed 
from the same vector by inserting the gene encoding the MHC class 

I heavy chain into a virus vector that expresses the epitope-linked~P2m. 
The vector of this invention includes such a co-expression vector 
that expresses other exogenous genes in addition to the 
35 epitope-linked-p2m. There is no limitation on the MHC class I heavy 
chain, but human MHC class I (HLA) is preferred when applied to humans . 
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In the Examples, the inventors used A24 -restricted HLA class I heavy 
chain as the MHC class I molecule and a HIV- 1 -derived epitope presented 
by the A24-restricted HLA class I molecule as an epitope. Human MHC 
class I molecules are called human leukocyte antigens (HLA) and are 
5 very rich in variety. Among them, about 70% of Japanese have the 
genotype HLA-A*2402. In the present invention, the A24-restricted 
HLA class I heavy chain, in particular, HLA-A*2402 is preferred as 
the MHC class I heavy chain when used for Japanese. A tailor-made 
medicine is expected to be attained though the selection of an epitope 
10 to be bound to p2m and/or MHC class I molecule that matches the patient ' s 
MHC type. 

The present inventors also discovered that the use of a 
mammalian cell-infecting virus vector enables extremely efficient 
production of desired secretory form multimeric protein complexes 

15 in cells. In particular, secretory forms of homo- or hetero dimers 
or trimers can be produced with high efficiency using the mammalian 
cell-infecting virus vectors according to the present invention. For 
example, even a heteromer protein that is endogenously present on 
the cell membrane can be secreted extracellularly by expressing it 

20 as a protein lacking the transmembrane domain using the mammalian- cell 
infecting virus vectors as described in the Examples . When producing 
secretory multimers, such as dimers and trimers, according to the 
present invention, component proteins of the multimers may be 
expressed using the mammalian- cell infecting virus vectors. All of 

25 these component proteins may be expressed using the mammalian 
cell-infecting virus vectors, or when the endogenous expression level 
of some of the components is high enough, only a part of the component 
proteins such as those with low endogenous expression levels, may 
be selectively expressed using the mammalian cell -infecting virus 

30 vectors. One of the most preferable secretory multimers to be 
expressed according to this method includes the MHC class II complex. 
This complex is a double -stranded heterodimer consisting of a and 
P heavy chains. One of the chains may be fused with an epitope to 
produce a complex similarly to the above-described method used for 

35 the production of the epitope- linked~P2m or the epitope-bound MHC 
class I heavy chain. Another preferable candidate for a secretory 
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form multimer to be expressed using the present method includes T 
cell receptors. Other candidates include, for example, various 
cytokines and chemokines that form hetero- or homo-dimers or trimers. 
Specific examples include heterodimers or trimers such as IL-2, IL-4, 
5 IL-7, IL-9, IL-15, IL-3, IL-5, GM-CSF, and homodimers like NK receptors , 
but are not limited thereto . More specifically, the present invention 
also provides : 

(1) a mammalian cell-infecting virus vector that encodes a 
component of a secretory multimer in an expressible manner; 
10 (2) the virus vector of (1) , wherein said vector is a 

Paramyxovirus vector; 

(3) the virus vector of (2) , wherein said Paramyxovirus is 
Sendai virus; 

(4) the virus vector of any one of (1) to (3) , wherein said 
15 secretory multimer is a secretory homo- or heterodimer , or a secretory 

homo- or heterot rimer ; 

(5) the virus vector of (4) , wherein said secretory multimer 
is selected from the group consisting of MHC class II complex, T cell 
receptor, NK receptor, IL-2, IL-4, IL-7, IL-9, IL-15, IL-3, IL-5, 

20 and GM-CSF; 

(6) the virus vector of (5) , wherein said secretory multimer 
is an epitope-linked MHC class II complex; 

(7) a method for producing a secretory multimer, which 
comprises the steps of: 

25 (a) introducing the virus vector of any one of (1) to (6) into a 
mammalian cell, and 

(b) recovering the secretory multimer from the mammalian cell 
introduced with the vector or the culture supernatant thereof; 

(8) a secretory multimer produced by the method of (7) ; and 
30 (9) a mammalian cell introduced with the virus vector of any 

one of (1) to (6) . 

In the present invention, particularly preferred mammalian 
cell-infecting virus vectors include Paramyxovirus vectors. Herein, 
the phrase "Paramyxovirus vectors" refers to vectors (or carriers) 
35 derived from Paramyxovirus and that transfer genes into host cells. 
Sendai virus (SeV) , which belongs to the family Pramyxoviridae , has 
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currently been developed as a gene transfer vector (Kato, A. et al . , 
EMBOJ. 16: 578-589 (1997) ; WO 97/16538 ; WO 97/16539) . The SeV vector 
is less toxic and expresses extremely high amounts of proteins from 
a transferred gene . Furthermore, since genes inserted into the vector 
5 are not introduced into the host chromosomes, the SeV vector has an 
advantage in safety. The SeV vector has a high genome stability, and 
according to a heterogeneous gene expression experiment, it is shown 
to stably express the inserted heterogeneous gene for a long time 
with little mutations in the bases of the gene in spite of continuous 

10 multiple passages (Yu, D. et al . , Genes Cells 2, 457-466 (1997)). 
In addition, the size of the gene that can be introduced and the 
flexibility of packaging due to the lack of capsid structure protein 
is another advantageous property of the SeV vector. The SeV vector 
with replication ability allows introduction of an exogenous gene 

15 of at least up to 4 kb. In addition, two or more genes may be 
simultaneously expressed by adding transcription units to the vector. 
Virus vectors replicated from a vector based on the replicon of SeV 
reinfect into adjacent cells . Then, multiple copies of RNP replicated 
in the cytoplasm of the infected cells distribute over daughter cells 

20 during cell division, and thus the vector is expected to continuously 
express. Moreover, the SeV vector has a wide tissue adaptability. 

Since Paramyxovirus vectors are not pathogenic in humans, they 
can be suggested to be preferably utilized in clinical trials of human 
gene therapy in view of safety. It is a major obstacle in high 

25 efficient gene transfer that, in most cases, introduced DNA must be 
transported into the nucleus or nuclear membrane must be eliminated 
for the expression of a transgene via plasmid DNA or such. In the 
case of Sendai virus, however, expression of an exogenous gene is 
driven by both cellular tubulin and its RNA polymerase (L protein) 

30 in the cytoplasm when virus genomes replicate. This suggests that 
the Sendai virus does not interact with chromosomes of host cells, 
which avoids risks such as cancerization and immortalization of cells . 
Furthermore, the Sendai virus is known to be pathogenic in rodents 
causing pneumonia, but not in humans, which is supported by studies 

35 showing that the intranasal administration of the wild-type Sendai 
virus does not do harm in nonhuman primates (Hurwitz, J. L. et al., 
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Vaccine, 15: 533-540 (1997)). These features suggest that Sendai 
virus vector can be utilized in human therapy, and further support 
the notion that Sendai virus vectors can be one of the promising tools 
for gene therapy with the aim of in vivo or ex vivo expression of 

5 epitope- linked P2m. 

The Paramyxovirus vector of the present invention may be 
ribonucleoprotein (RNP) or a virus particle possessing infectivity. 
Herein, the term u inf ectivity" refers to an ability of the recombinant 
Paramyxovirus vector to transfer a gene contained in the vector into 

10 cells to which the vector adheres due to its cell adhesion and membrane 
fusion abilities. The Paramyxovirus vector of the present invention 
may have replication ability, or may be a defective vector without 
the replication ability. Herein, "replication ability" is defined 
as the ability of virus vectors to replicate and produce infective 

15 virus particles in host, cells infected with the virus vectors. Host 
cells include, for example, LLC-MK2 and CV-1. Details of the present 
invention are described below using the Paramyxovirus vector as an 
example, however, the virus vectors of the present invention are not 
limited thereto, and further include other virus vectors that can 

20 be constructed based on the description below. 

Herein, the term M Paramyxovirus" is defined as a virus of the 
Paramyxoviridae family or a derivative thereof . Paramyxoviruses used 
in the present invention include, for example, viruses belonging to 
the Paramyxoviridae such as Sendai virus, Newcastle disease virus, 

25 Mumps virus, Measles virus, Respiratory syncytial virus, rinderpest 
virus, distemper virus, simian parainfluenza virus (SV5) , and type 
I, II, and III human parainfluenza virus. Preferred virus of the 
present invention include those belonging to the subfamily 
Paramyxoviridae (including the genera of Respirovirus, Rubulavirus, 

30 and Mobillivirus) , more preferably the genus Respirovirus (also 
called Paramyxovirus) or a derivative thereof. Respiroviruses that 
can be used in the present invention include, for example, type I 
human parainfluenza virus (HPIV-1) , type III human parainfluenza 
virus (HPIV-3) , type III bovine parainfluenza virus (BPIV-3) , Sendai 

35 virus (also called type I mouse parainfluenza virus) , and type X simian 
parainfluenza virus (SPIV-10) . Most preferable Paramyxovirus of the 
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invention is Sendai virus . These viruses may be naturally occurring, 
wild- type, mutant, laboratory-passaged, artificially constructed 
strains, etc. Incomplete viruses such as the DI particle (Willenbrink, 
W. andNeubert, W.J., J. Virol. 68: 8413-8417 (1994)) and synthesized 
5 oligonucleotides may be utilized as a material for generating the 
virus vector of the present invention. 

Genes encoding proteins of a Paramyxovirus include NP, P, M, 
F, HN, and L genes. Herein, the "NP, P, M, F, HN, and L genes" represent 
those encoding the nucleocapsid protein, phosphoprotein, matrix 
10 protein, fusion protein, hemagglutinin-neuraminidase, and large 
protein, respectively. Genes of each virus of the subfamily 
Paramyxovirus are described generally as follows . In general , NP gene 
may also be indicated as "N gene" . 



Respirovirus 
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15 For instance, the accession numbers of each gene of the Sendai 

virus classified as a Respirovirus genus of Paramyxoviridae in the 
nucleotide sequence database, are M29343, M30202, M30203, M30204, 
M51331, M55565, M69046, andX17218 for NP gene; M30202, M30203, M30204, 
M55565, M69046, X00583, X17007, and X17 008 for P gene ; D11446, K02742, 

20 M30202, M30203, M30204, M69046, U31956, X00584, andX53056 forMgene; 
D00152, D11446, D17334, D17335, M30202, M30203, M30204, M69046, 
X00152, andX02131 for F gene; D26475, M12397, M30202, M30203, M30204, 
M69046, X00586, X02808, and X56131 for HN gene; and D00053, M30202, 
M30203, M30204, M69040, X00587, and X58886 for L gene . As used herein, 

25 the term "gene" refers to a genetic substance, including nucleic acids 
such as RNA and DNA. There is no restriction as to the origin of genes 
and it can be a naturally-occurring sequence or an artificially 
designed sequence. Furthermore, as used herein, the term U DNA" 
includes single-stranded DNA and double-stranded DNA. 

30 Paramyxovirus vectors used in the present invention is not 

particularly limited. For instance, preferable Paramyxovirus 
vectors include vectors that are able to replicate and autonomously 
proliferate. In general, for example, the genome of wild type 
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Paramyxoviruses contain a short 3' leader region followed by six genes 
encoding nucleocapsid (N) , phospho (P) , matrix (M) , fusion (F) , 
hemagglutinin-neuraminidase (HN) , and large (L) proteins, and has 
a short 5 ' trailer region on the other terminus . Vectors of the present 
5 invention that are able to replicate autonomously can be obtained 
by designing a genome having a similar structure to that as described 
above. In addition, a vector for expressing a gene encoding 
epitope- linked P2m and/or MHC class I heavy chain can be obtained by 
inserting the gene to the genome of the above vector. Paramyxovirus 

10 vectors of the invention may have an altered alignment of virus genes 
on the vector, compared with wild type viruses. 

Paramyxovirus vectors of the present invention may have any 
deletion of the genes that are contained in the wild-type Paramyxovirus . 
For instance, when Sendai virus vectors are reconstituted, proteins 

15 encoded by NP, P/C, and L genes are thought to be required in trans, 
but the genes themselves may not be a component of virus vectors of 
the present invention. For example, an expression vector carrying 
genes encoding the proteins may be co-transf ected into host cells 
with another expression vector encoding the vector genome to 

20 reconstitute a vector. Alternatively, an expression vector encoding 
the virus genome is introduced into host cells carrying genes encoding 
the proteins, and then the vector can be reconstituted by using the 
proteins derived from the host cell. The amino acid sequence of these 
proteins may not be identical to those derived from the original virus 

25 as long as it has an equivalent or higher activity in nucleic acid 
transfer, and may be mutated or replaced with that of a homologous 
gene of another virus. 

Proteins encoded by M, F, and HN genes are thought to be 
essential for cell-to-cell propagation of a Paramyxovirus vector. 

3 0 However, these proteins are not required when a Paramyxovirus vector 
is prepared as RNP. If genes M, F, and HN are components of the genome 
contained in RNP, products of these genes are produced when introduced 
into host cells , and virus particles having infect ivity are generated. 
RNP vectors that produce an infective virus include, for example, 

35 a viral genomic RNA encoding N, P, M, F, HN, and L genes and N, P, 
and L proteins. When such RNP is introduced into cells, virus genome 
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is expressed and replicated through functions of N, P, and L proteins, 
and thus infective virus vectors are amplified. Thus, the 
Paramyxovirus vector can be amplified by introducing the RNP that 
is generated during the reconstitution process of the Paramyxovirus 
5 vector and such into host cells, such as LLC-MK2 cells, and culturing 
the introduced cells. This amplification includes the steps of: (a) 
introducing a negative single-stranded RNA derived from Paramyxovirus 
and a complex consisting of NP, P/C, and L-proteins into a cell, and 
(b) culturing the introduced cell and recovering the virus particles 

10 from the culture supernatant thereof. 

RNP can be introduced into cells as a complex with, for example, 
lipof ectamine and polycat ionic liposome. Specifically, a variety of 
transfection reagents can be used, for instance, DOTMA (Boehringer) , 
Superfect (QIAGEN #301305) , DOTAP, DOPE, and DOSPER (Boehringer 

15 #1811169) . Chloroquine may be added to prevent degradation in the 
endosome (Calos, M.P., Proc . Natl. Acad. Sci. USA 80: 3015 (1983)). 
For replicative viruses, the produced viruses can be amplified or 
passaged by re- infecting into cultured cells, chicken eggs, or animals 
(e.g., mammalian such as mice) . 

20 Paramyxovirus vectors lacking the M, F, and/or HN genes are 

also used as Paramyxovirus vectors of the present invention. These 
virus vectors can be reconstituted by providing deleted gene products 
exogenously. Such vectors can still adhere to host cells and induce 
cell fusion like the wild-type virus. However, daughter virus 

25 particles do not have the same infectivity as the parent ones because 
the vector genome introduced into cells lacks one or more of these 
genes . Therefore, these vectors are useful as safe virus vectors that 
are capable of only a single gene transfer. For example, genes deleted 
from the genome may be F and/or HN genes. Virus vectors can be 

30 reconstituted by co- transfection of an expression plasmid encoding 
the genome of a recombinant Paramyxovirus lacking the F gene, with 
an expression vector for the F protein, and that for NP, P/C, and 
L proteins into host cells (International Publication numbers WO 
00/70055 and WO 00/70070) . Alternatively, host cells in which the 

35 F gene is integrated into the chromosome may be used. The amino acid 
sequence of these proteins provided exogenously may not be identical 
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to those of the wild- type and may be mutated or replaced by a homologous 
protein of another virus as long as they provide equivalent or higher 
gene transfer activity. 

The envelope protein of the virus vectors of the invention may 
5 contain a protein other than the envelope protein of the original 
vector genome. For example, virus vectors having desired envelope 
proteins can be produced by intracellularly expressing envelope 
protein other than that encoded by the virus genome during viral 
reconstitution. There is no limitation on such proteins. These 
10 include envelope proteins of other viruses such as the G protein 
(VSV-G) of the vesicular stomatitis virus (VSV) . Thus, virus vectors 
of the invention include a pseudo-type virus vector that has an 
envelope protein derived from a virus different from the original 
virus . 

15 Viral vectors of the present invention may also comprise, for 

example, on the viral envelop surface, proteins capable of adhering 
to particular cells, such as adhesion factors, ligands and receptors 
or chimeric proteins comprising a protein described above on the outer 
surface and viral envelop-derived polypeptides inside the virus. It 

20 enables the production of a vector targeting a particular tissue. 
These proteins may be encoded by the virus genome itself, or supplied 
at the time of virus reconstitution through expression of genes other 
than virus genome (for example, genes derived from another expression 
vector or host cell chromosome) . 

25 The virus genes contained in the vector of the present invention 

may be altered, for example, to reduce antigenicity of the virus 
protein derived from the vector, or enhance RNA transcription 
efficiency or replication efficiency. Specifically, in the 
Paramyxovirus vector, it is possible to alter at least one of the 

30 NP, P/C, andLgenes, which are genes of replication factors , to enhance 
transcription or replication. It is also possible to alter the HN 
protein, a structural protein having hemagglutinin activity and 
neuraminidase activity, to enhance the virus stability in blood by 
weakening the former activity and to regulate inf ectivity by altering 

35 the latter activity. It is also possible to alter the F protein, which 
is implicated in membrane fusion, to regulate its fusion ability of 
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the membrane -fused liposome. Furthermore, it is possible to analyze 
the antigen presenting epitopes and such of possible antigenic 
molecules on the cell surface, such as the F protein and HN protein, 
and use them to generate a Paramyxovirus vector that is engineered 
5 to have weak ability to present these proteins as antigens. 

Paramyxovirus vectors of the present invention may also lack 
accessory genes. For example, the disruption of the V gene, one of 
the accessory genes of SeV, results in reduction of pathogenicity 
of SeV toward hosts such as mouse without affecting gene expression 
10 and replication in cultured cells (Kato, A. et al . , J. Virol. 
71:7266-7272 (1997); Kato, A. et al . , EMBO J. 16: 578-587 (1997); 
Curran, J. et al., WO 01/04272, EP 1067179) . Such attenuated vectors 
are particularly suitable as Paramyxovirus vectors of the present 
invention. 

15 Recombinant Paramyxovirus vectors bearing exogenous genes , 

such as those encoding epitope- Iinked-P2m or MHC class I heavy chain, 
can be obtained by inserting these genes into the above-described 

Paramyxovirus vector genome. The exogenous gene encoding the P2m and 
the MHC class I heavy chain may be genes encoding naturally-occurring 

20 proteins. Alternatively, these may be genes encoding modified 
proteins with deletion, substitution or insertion relative to the 
naturally-occurring protein so long as the modified protein is 
functionally equivalent to the naturally-occurring protein, so long 
as the modified protein has an ability to form an MHC class 1/peptide 

25 complex, or the formed complex is recognized by cytotoxic T cells 
or activates CTL. In the case of inserting an exogenous gene into 
virus vector DNA, such as Sendai virus vector DNA, a sequence 
comprising nucleotides of multiples of six is desirably inserted 
between the transcription end sequence (E) and the transcription start 

30 sequence (S) (J.Virol., 67 (8): 4822-4830 (1993)). An exogenous gene 
can be inserted upstream and/or downstream of each of the virus genes 
(NP, P, M, F, HN, and L genes) . In order not to interfere with the 
expression of upstream and downstream genes, an E-I-S sequence 
(transcription end sequence- intervening sequence- transcription 

35 start sequence) or a portion of it may be suitably placed upstream 
or downstream of an exogenous gene so that the unit of E-I-S sequence 
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is located between each gene. Alternatively, an exogenous gene can 
be inserted via IRES sequence. 

Expression level of inserted exogenous genes can be regulated 
by the type of transcription start sequence that is attached to the 
5 upstream of the genes (WO 01/18223) . It also can be regulated by the 
position of insertion and the sequence surrounding the gene. In the 
Sendai virus, for instance, the closer to the 3 ' -terminus of the 
negative strand RNA of the virus genome (the closer to NP gene in 
the gene arrangement on the wild-type virus genome) the insertion 

10 position is, the higher the expression level of the inserted gene 
will be. To achieve a high expression of an inserted gene, it is 
preferably inserted into the upstream region (3' flanking sequence 
of the negative strand genome) such as the upstream of the NP gene 
(3' flanking sequence on the negative strand) , or between NP and P 

15 genes. Conversely, the closer to the 5' -terminus of the negative 
strand RNA (the closer to L gene in the gene arrangement on the wild-type 
virus genome) the insertion position is, the lower the expression 
level of the inserted gene will be. To reduce the expression of an 
exogenous gene, it may be inserted into the most 5' position on the 

20 negative strand, that is, downstream of the L gene in the wild-type 
virus genome (5' flanking region of the L gene on the negative strand) 
or upstream of the L gene (3' flanking region of L gene on the negative 
strand) . Thus, the insertion position of an exogenous gene can be 
properly adjusted to obtain a desired expression level of the gene 

25 or optimize the combination of the insert with the virus genes 
surrounding it. For instance, if the overexpression of a transgene 
introduced by a high-titer virus vector may cause toxicity, it is 
possible not only to control the titer of viruses to be administered 
but also to reduce the expression level of individual virus vectors 

30 by designing the insertion position of the transgene closer to the 
5' -terminus of the negative strand, or replacing the transcription 
start sequence with one having lower efficiency so as to obtain an 
appropriate expression level or therapeutic effect. 

Generally, since high level expression of epitope- Iinked-P2m 

3 5 is thought to be advantageous for efficient production of the protein 
and induction of immunity as long as it shows no cytotoxicity, it 



23 



is preferred to bind the gene encoding the epitope- Iinked-P2m to a 
highly efficient transcription start sequence and insert it adjacent 
to the 3' - terminus of the negative strand genome. Preferred vectors 
include those wherein the gene encoding the epitope-linked-p2m is 
5 placed in the 3' flanking region of all of the Paramyxovirus protein 
genes on the negative strand genome. For example, a vector in which 
the exogenous gene is inserted upstream of the N gene (in the 3' flanking 
region of the coding sequence of the N gene on the negative strand) 
is preferred. Alternatively, it may be inserted immediately 

10 downstream of the N gene. 

To help the easy insertion of an exogenous gene, a cloning site 
may be designed at the position of insertion in the vector DNA encoding 
the genome. For example, the cloning site may be the recognition 
sequence of a restriction enzyme. The cloning site may be a 

15 multicloning site that contains recognition sequences for multiple 
restriction enzymes. The vector of the present invention may have 
other exogenous genes at positions other than that used for the 
insertion of the epitope-linked P2m gene. Such exogenous gene may 
be, without limitation, a chemokine or cytokine gene, MHC class I 

20 heavy chain gene, or another gene. 

Construction of a recombinant Sendai virus vector having an 
exogenous gene can be performed as follows, for example, according 
to the method described in Hasan, M.K. et al . , J. Gen. Virol. 78: 
2813-2820 (1997); Kato, A. et al . , EMBO J. 16: 578-587 (1997); and 

25 Yu, D. et al . , Genes Cells 2: 457-466 (1997). 

First, a DNA sample containing a cDNA nucleotide sequence 
encoding a desired exogenous gene is prepared. It is preferable that 
the concentration of the DNA sample is 25 ng/jil or higher and that 
it can be detected as a single plasmid by electrophoresis. The 

30 following description is an example where an exogenous gene is inserted 
into the NotI site of virus genomic DNA. When the target cDNA sequence 
contains a NotI recognition site, the site is desirably removed in 
advance by altering the nucleotide sequence using known methods, such 
as site-directed mutagenesis, while maintaining the encoded amino 

35 acid sequence. A desired DNA fragment is amplified by PCR from a DNA 
sample. In order to obtain a fragment having the NotI site at both 
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ends and to add a single copy of the transcription end sequence (E) , 
intervening sequence (I) , and transcription start sequence (S) of 
the Sendai virus (EIS sequence) to one end, synthesized DNA sequences 
(primer pair) , namely, a pair of a forward primer (sense strand) 
5 comprising a part of the desired gene, and a reverse primer (antisense) 
comprising a NotI recognition site, E, I, and S sequences, and part 
of the desired gene, is prepared. 

For example, the forward synthetic DNA sequence contains two 
or more nucleotides at the 5' -terminus to ensure digestion with NotI 

10 (preferably 4 nucleotides not containing a sequence derived from the 
NotI recognition site, such as GCG and GCC; more preferably ACTT) . 
To the 3 '-terminus of the sequence, the NotI recognition sequence 
GCGGCCGC is added. Furthermore, to the 3' -terminus, as a spacer, any 
9 nucleotides or those of 9 plus multiples of 6 are added. Furthermore, 

15 to the 3' -terminus, a sequence of approximately 25 nucleotides 
corresponding to the ORF of the desired cDNA starting from the 
initiation codon ATG is added. The 3' -terminus of the forward 
synthetic oligo DNA containing approximately 25 nucleotides of the 
desired cDNA is preferably selected so that the last nucleotide is 

20 G or C. 

The reverse synthetic DNA sequence contains two or more 
nucleotides at the 5' -terminus (preferably 4 nucleotides not 
containing a sequence derived from the NotI recognition site, such 
as GCG and GCC; more preferably ACTT) . To the 3' -terminus of the 

25 sequence, the NotI recognition sequence GCGGCCGC is added. 
Furthermore, to the 3' - terminus, a spacer oligo DNA is added to adjust 
the length of the primer. The length of the oligo DNA is designed 
so that it is a multiple of 6 nucleotides including the NotI recognition 
sequence GCGGCCGC, the sequence complementary to the cDNA, and the 

3 0 EIS sequence derived from the Sendai virus genome as described below 
(so-called "rule of six"; Kolakofski, D. et al . , J. Virol. 72: 891-899 
(1998); Calain, P. and Roux, L . , J. Virol. 67: 4822-4830 (1993)). 
Furthermore, to the 3' - terminus of the added sequence, complementary 
sequences to the S sequence of the Sendai virus, preferably 

35 5' -CTTTCACCCT-3' (SEQ ID NO: 1), sequence complementary to the I 
sequence, preferably 5'-AAG-3', and to the E sequence, preferably 
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5 ' -TTTTTCTTACTACGG-3 ' (SEQ ID NO: 2) are added. Finally, to the 
3' -terminus, a sequence, which is selected so that the last nucleotide 
of the complementary sequence of the desired cDNA becomes G or C, 
is added, where the last nucleotide is approximately 25 nucleotides 
5 upstream from the termination codon. Thus, the 3'-teminus of the 
reverse synthetic oligo DNA is prepared. 

PCR can be performed by a common method using, for example, 
ExTaq polymerase (TaKaRa) . Vent polymerase (NEB) may be used 
preferably, and the amplified fragment is digested with NotI, and 

10 inserted into the NotI site of plasmid vector pBluescript. The 
nucleotide sequence of the obtained PCR product is checked with 
automated DNA sequencer, and a plasmid having the correct sequence 
is selected. The insert is excised from the plasmid by NotI digestion, 
and subcloned into the NotI site of the plasmid comprising 

15 Paramyxovirus genomic cDNA. Alternatively, the PCR products may be 
directly cloned into the NotI site of the virus genome cDNA without 
using a plasmid vector to obtain recombinant Sendai virus cDNA. 

For example, recombinant Sendai virus genomic cDNA can be 
constructed according to the methods described in the literature (Yu, 

20 D. etal., Genes Cells 2: 457-466 (1997); Hasan, M.K. et al . , J. Gen. 
Virol. 78: 2813-2820 (1997)) . For example, a 18-bp spacer sequence 
containing the NotI site (5 ' - (G) -CGGCCGCAGATCTTCACG-3 ' ; SEQ ID NO: 
3) is inserted into an adjacent gene locus of a cloned Sendai virus 
genomic cDNA (pSeV( + ) ) between the leader sequence and the 5' - terminus 

25 of a sequence encoding the N protein, and the plasmid pSeV18 + b(+) 
containing a self -cleavable ribozyme site derived from the 
antigenomic strand of the hepatitis delta virus is obtained (Hasan, 
M.K. et al., J. General Virol. 78: 2813-2820 (1997)). An exogenous 
gene fragment is inserted into the NotI site of pSeV18 + b( + ) to obtain 

30 a recombinant Sendai virus cDNA into which a desired exogenous gene 
has been inserted. 

A DNA encoding epi tope -1 inked- p2m is inserted into this vector. 
There is no limitation on the epitope used in the present invention, 
and a variety of desired epitopes having therapeutic effects against, 

35 for example, tumors, infectious diseases, and other general diseases 
may be used. Generally, it is preferred to use a peptide of around 
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10 amino acids as the epitope, but the length of the peptide may be 
changed appropriately. The epitope- linked-p2m may be, for example, 
a protein wherein the epitope is linked next to the secretion signal 
of P2m and P2m is linked to the epitope via a spacer sequence with 
5 an appropriate length. Alternatively, the epitope sequence may be 

directly bound to P2m without a spacer. The amino acid sequence of 
the spacer is not limited in any way, but preferred peptides used 
as the spacer include those comprising an amino acid sequence, for 
example, Gly-Gly-Gly-Ser (SEQIDNO: 13) or repeated sequences thereof, 

10 (Gly-Gly-Gly-Ser)n. The number of repetition (n) is not limited, 
however it is, for example, 1 to 5 (1, 2, 3, 4, or 5). When using 
a spacer, it preferably has a length of up to 16 amino acids, for 
example, 4, 8, or 16 amino acids. 

The recombinant Paramyxovirus vector DNA prepared as described 

15 above is bound to an appropriate transcription promoter and the 
resultant DNA is transcribed in vitro or intracellularly, and RNP 
is reconstituted in the presence of viral L, P, and NP proteins to 
produce a Paramyxovirus vector comprising the RNP. The present 
invention provides a method for producing a Paramyxovirus vector, 

2 0 the method comprising the steps of transcribing DNA encoding the 
Paramyxovirus vector genome . The present invention also provides DNA 
for producing a Paramyxovirus vector for the present invention, 
wherein said DNA comprises the above-mentioned DNA. The present 
invention also relates to the use of DNA encoding the vector genome 

25 for producing Paramyxovirus vectors of the present invention. 
Reconstitution of a virus from virus vector DNA can be performed 
according to known methods (WO 97/16539; WO 97/16538; Durbin, A. P. 
et al., Virol. 235: 323-332 (1997); Whelan, S.P. et al . , Proc . Natl. 
Acad. Sci. USA 92: 8388-8392 (1995); Schnell, M.J. et al . , EMBO J. 

30 13 : 4195-4203 (1994) ; Radecke, F. et al . , EMBO J. 14 : 5773-5784 (1995) ; 
Lawson, N.D. et al . , Proc. Natl. Acad. Sci. USA 92 : 4477-4481 (1995); 
Garcin, D. et al., EMBO J. 14: 6087-6094 (1995); Kato, A. et al . , 
Genes Cells 1 : 569-579 (1996) ; Baron, M.D. and Barrett, T. , J. Virology 
71: 1265-1271 (1997) ; Bridgen, A. and Elliott, R.M. , Proc. Natl. Acad. 

35 Sci. USA 93: 15400-15404 (1996)). These methods enable the 
reconstitution of desirable Paramyxovirus vectors including the 
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parainfluenza virus, vesicular stomatitis virus, rabies virus, 
measles virus, rinderpest virus, and Sendai virus vectors and the 
other (-) strand RNA viral vectors from DNA. If the F, HN, and/or 
M genes are deleted from the virus vector DNA, infective virus 
5 particles will not be formed. However, it is possible to generate 
infective virus particles by introducing these deleted genes and/or 
genes encoding an envelope protein from another virus into the host 
cells and expressing them. 
Paramyxovirus vectors are generally prepared by the steps of: (a) 

10 transcribing a vector DNA encoding a negative single-stranded RNA 
or its complementary strand (positive strand) derived from 
Paramyxovirus in cells (helper cells) expressing the NP, P, and L 
proteins; and (b) culturing the cells and recovering virus particles 
from the culture supernatants . The RNA transcribed from the vector 

15 DNA forms an RNP complex with the NP, L, and P proteins, leading to 
the generation of virus particles encapsulated in outer envelope 
containing envelope proteins. 

The DNA encoding the virus genome (vector DNA) that is expressed 
in the helper cells encodes the minus strand (negative strand RNA) 

20 of the virus genome or its complementary strand (positive strand RNA) . 
For example, the DNA encoding the negative single-stranded RNA or 
its complementary strand is bound downstream of T7 promoter and then 
transcribed to RNA with T7 RNA polymerase. Any desired promoter 
sequence may be used in place of a promoter that includes a sequence 

25 recognized by T7 RNA polymerase. Alternatively, an in vitro 
transcribed RNA may be transfected into helper cells. Although both 
positive and negative strands of the virus genome may be transcribed 
in the cell, it is preferred to let the positive strand transcribe 
to enhance the reconstitution efficiency. 

30 Methods for introducing vector DNA into cells include (1) a 

method for forming DNA precipitates that can be incorporated into 
desired cells; (2) a method for making a complex that comprises 
positively charged DNA that is suitable for being incorporated into 
desired cells and that has low cytotoxicity; and (3) a method for 

3 5 instantaneously opening a pore large enough for DNA to pass through 
the desired plasma membrane using an electrical pulse. 
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A variety of transfection reagents can be used in (2) , for 
instance, DOTMA (Boehringer) , Superfect (QIAGEN #301305) , DOTAP, DOPE, 
and DOSPER (Boehringer #1811169) . For (1) , transfection using 
calcium phosphate can be used. In this method, DNA incorporated by 
5 cells is taken up into phagocytic vesicles, but it is known that a 
sufficient amount of DNA is also taken up into the nucleus (Graham, 
F . L . and van Der Eb, J., Virology 52: 456 (1973); Wigler, M. and 
Silverstein, S., Cell 11: 223 (1977)) . Chen and Okayama studied the 
optimization of the transfer technology and reported (1) that maximal 

10 efficiency is obtained when cells and precipitates are incubated under 
2% to 4% C0 2 at 35°C for 15 hr to 24 hr; (2) that circular DNA has 
higher activity than linear DNA; and (3) that the optimal precipitates 
are formed when the DNA concentration in the mixed solution is 20 
\xg/ml to 30 |ig/ml (Chen, C. and Okayama, H., Mol . Cell. Biol. 7: 2745 

15 (1987)) . The method of (2) is suitable for transient transfection. 
More classically, a transfection method in which DEAE-dextran (Sigma 
#D-9885 M. W. 5x 10 5 ) is mixed with DNA at a desired concentration 
ratio is known. Because most complexes are degraded in the endosome, 
chloroquine may be added to enhance the transfection efficiency (Calos , 

20 M.P. , Proc. Natl. Acad. Sci. USA 80: 3015 (1983) ) . The method of (3) , 
called electroporation, may be more broadly applied than the methods 
of (1) and (2) because it can be used for any kind of cells. The 
transfection efficiency can be maximized by optimizing the duration 
of pulse currents, the form of pulse, the strength of the electrical 

25 field (gap between electrodes, and voltage) , conductivity of buffer, 
DNA concentration, and cell density. 

Among the above three methods, the method of (2) is easy to 
perform and enables the testing of a large number of samples using 
a large amount of cells. Therefore, transfection reagents are 

30 suitably used to introduce DNA into cells to reconstitute vectors. 
Preferable transfection reagents include, Superfect Transfection 
Reagent (QIAGEN, Cat No. 301305) and DOSPER Liposomal Transfection 
Reagent (Boehringer Mannheim, Cat No. 1811169) , but are not limited 
thereto . 

35 Specifically, the reconstitution from cDNA can be performed 

as follows. 
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LLC-MK2, a cell line derived from a monkey kidney, is cultured 
on a plastic plate with around 24- to 6-wells, a 100-mm petri dish, 
or such, in minimum essential medium (MEM) containing 10% fetal calf 
serum (FCS) and antibiotic (100 units/ml penicillin G and 100 jig/ml 
5 streptomycin) to be 70% to 80% confluent. Cells are then infected, 
for instance, at 2 pfu/cell with recombinant vaccinia virus vTF7-3 
that expresses T7 polymerase, which has been inactivated by a 2 0 -minute 
UV exposure in the presence of 1 ^g/ml psoralen (Fuerst, T.R. et al . , 
Proc. Natl. Acad. Sci. USA 83: 8122-8126 (1986); Kato, A. et al . , 
10 Genes Cells 1: 569-579 (1996)). The amount of psoralen and the 
duration of UV exposure can be optimized. One hour after infection, 
cells are transfected by, for example, lipofection using Superfect 
(QIAGEN) with 2 jig to 60 |ig of, or more preferably 3 jag to 5 jug of 
the above recombinant Sendai virus cDNA together with expression 

15 plasmids for virus proteins (24-0.5 |ig pGEM-N, 12-0.25 |ig pGEM-P, and 
24-0.5 jag pGEM-L, or more preferably 1 (ig pGEM-N, 0 . 5 jig pGEM-P, and 
1 ^ig pGEM-L) (Kato, A. et al . , Genes Cells 1: 569-579 (1996)) that 
function in trans and are required for producing a full-length Sendai 
virus genome. The transfected cells are cultured in serum-free MEM 

20 containing, if desired, 100 ^ig/ml rifampicin (Sigma) and cytosine 
arabinoside (AraC) (Sigma) , more preferably 40 jig/ml arabinoside 
alone; the drug concentration is adjusted to be optimal to minimize 
the cytotoxicity of the vaccinia virus and maximize the recovery of 
virus (Kato, A. et al . , Genes Cells 1: 569-579 (1996)). Cells are 

25 cultured for 48 hr to 72 hr after transf ection, then collected and 
lysed through three cycles of f reeze- thawing . The cell lysates are 
transfected into LLC-MK2 cells and the cells are cultured. 
Alternatively, culture supernatant s are recovered and added to the 
culture solution of LLC-MKK2 cells to infect the cells and then the 

30 cells are cultured. After a 3 -day to 7 -day culture, the culture medium 
is collected. Alternatively, the above-described freeze-thaw cell 
lysates are inoculated into the allanto of 10 -day old developing 
chicken eggs, and three days later, allantoic fluid may be recovered. 
To reconstitute a virus vector lacking a gene encoding an envelope 

35 protein that is incapable of replication, the vector may be transf ected 
into LLC-MK2 cells expressing an envelope protein, or co-transf ected 
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with expression plasmid for the envelope protein. Alternatively, 
transfected cells can be overlaid and cultured on LLC-MK2 cells 
expressing envelope protein to propagate a deletion virus vector (see 
International Publication Numbers WO 00/70055 and WO 00/70070) . The 
5 virus titer of the culture supernatant or allantoic fluid can be 
determined by measuring hemagglutinin activity (HA) . The HA may be 
determined by "end-point dilution" (Kato, A. et al . , Genes Cells 1: 
569-579 (1996); Yonemitsu, Y. andKaneda, Y., "Hemagglutinating virus 
of Japan- liposome-mediated gene delivery to vascular cells.", 

10 Molecular Biology of Vascular Diseases. Methods in Molecular 
Medicine, Ed. by Baker A. H., Humana Press, 295-306 (1999)). To 
eliminate the possible contamination of vaccinia virus expressing 
T7 polymerase, the obtained allantoic fluid sample may be diluted 
appropriately (10 6 times for instance) and re-amplified in chicken 

15 eggs. Re-amplification may be repeated, for example, three times or 
more. The obtained virus stock can be stored at -80°C. 

Host cells for viral reconstitut ion are not limited to any 
special types of cells as long as the virus vector can be reconstituted 
in the cells. For example, in order to reconstitute a SeV vector and 

20 the like, host cells including monkey kidney- derived cells such as 
LLC-MK2 cells and CV-1 cells, cultured cell lines such as BHK cells 
derived from a hamster kidney, and human-derived cells may be used. 
By expressing appropriate envelope proteins in these cells, 
infectious viral particles that include the proteins in its envelope 

25 can be obtained. Furthermore, to obtain a large quantity of the Sendai 
virus vector, embryonated chicken eggs may be infected with virus 
vectors obtained from the above host cells and the vectors can be 
amplified. The method of producing virus vectors using chicken eggs 
has been established (Advanced protocols in neuroscience study III, 

30 Molecular physiology in neuroscience., Ed. by Nakanishi et al . , 
Kouseisha, Osaka, 153-172 (1993)). Specifically, for example, 
fertilized eggs are incubated for 9 days to 12 days at 37°C to 38°C 
in an incubator to grow the embryos. Virus vectors are inoculated 
into the allantoic cavity, and eggs are further incubated for several 

35 days to propagate the vectors. Conditions such as the duration of 
incubation may vary depending on the type of recombinant Sendai virus 
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used. Then, the allantoic fluids containing viruses are recovered. 
Sendai virus vector is separated and purified from the allantoic fluid 
sample according to a standard method (Tashiro, M., "Protocols in 
virus experiments.", Ed. by Nagai and Ishihama, MEDICAL VIEW, 68-73 
5 (1995) ) . 

The construction and the preparation of Sendai virus vectors 
deficient in F protein can be performed, for example, as follows (see 
WO00/70055 and WOOO/70070) . 

10 <1> Construction of F-deficient Sendai virus genome cDNA and 
F-expression plasmid 

Full-length Sendai virus (SeV) genomic cDNA, pSeV18 + b( + ) 
(Hasan, M.K. et al . , J. Gen. Virol. 78: 2813-2820 (1997)) 
( u pSeV18 + b( + ) " is also referred to as u pSeV18 + "), is digested with 

15 Sphl/Kpnl and the digested fragment (14673 bp) is recovered. The 
fragment is subcloned into pUC18 to obtain plasmid pUC18/KS. 
Construction of F gene-deficient region is performed using this 
pUC18/KS with a combination of PCR and ligation techniques. F 

gene-deficient SeV genomic cDNA (pSeV18 + /AF) is constructed by 

20 removing the F gene ORF (ATG-TGA= 1698 bp) and filling in the gap 
with, for example, atgcatgccggcagatga (SEQ ID NO: 4) . PCR products 
obtained by primer pairs consisting of forward: 5'- 
gttgagtactgcaagagc (SEQ ID NO: 5) and reverse: 5'- 
tttgccggcatgcatgtttcccaaggggagagttttgcaacc (SEQ ID NO: 6) , and 

25 primer pairs consisting of forward: 5'- atgcatgccggcagatga (SEQ ID 
NO: 7) and reverse: 5'- tgggtgaatgagagaatcagc (SEQ ID NO: 8) are linked 
at EcoT22I to the upstream and downstream of F gene, respectively. 
The thus-obtained plasmid is digested with Sad and Sail and the 
fragment (4931 bp) which contains the F gene-deficient region is 

30 subcloned into pUC18 to give pUC18/dFSS. This pUC18/dFSS is digested 
with Drain and the digested fragment is recovered. The fragment is 
replaced with an F gene-containing Drain fragment of pSeV18 + to 
construct plasmid pSeV18 + /AF. 

An exogenous gene is inserted, for example, into the Nsil and 

35 NgoMIV restriction enzyme sites in the F-deficient region of 
pUC18/dFSS. In order to clone exogenous genes into the region, for 
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example, exogenous gene fragments can be amplified using an 
Nsil-tailed primer and an JVgroMIV- tailed primer. 

<2> Construction of helper cells inducibly expressing SeV-F protein 
5 For the construction of a plasmid expressing the SeV-F gene, 

Cre/loxP induced expression plasmid, plasmid pCALNdLw is constructed 
through the amplification of the SeV-F gene by PCR and the insertion 
of the amplified product into the unique Swal site of plasmid pCALNdlw 
(Arai, T. et al . , J. Virol. 72: 1115-1121 (1998)), which is designed 

10 to express the gene product upon induction with Cre DNA recombinase. 

A helper cell line, which expresses SeV-F protein, is 
established to recover infectious virus particles from the F 
gene-deficient genome. For example, LLC-MK2 cells, monkey 
kidney-derived cell line, which is often used for SeV propagation 

15 can be utilized. LLC-MK2 cells are cultured in MEM containing 10% 
heat inactivated fetal bovine serum (FBS) , 50 U/ml Sodium Penicillin 

G and 50 (ig/ml Streptomycin in an atmosphere containing 5% C0 2 at 37 °C. 
Since SeV-F gene products have cytotoxicity, the plasmid, pCALNdLw/F, 
which is designed to induce the expression of the F gene product by 
20 Cre DNA recombinase, is transferred into LLC-MK2 cells using the 
Calcium Phosphate method with Mammalian Transf ection Kit (Stratagene, 
La Jolla, CA) according to protocols known to those skilled in the 
art . 

Ten ng of plasmid pCALNdLw/F is transferred into LLC-MK2 cells 
25 which are propagated to 40% confluence in a 10 -cm dish and then the 
cells are cultured in 10ml MEM medium containing 10% FBS in an incubator 
with an atmosphere of 5% C0 2 at 37°C for 24 hours. Cells are scraped 
from the dish after 24 hours, suspended in 10 ml medium, and aliquoted 
to five 10-ml dishes so that, for example, 1 dish contains 5 ml, 2 
30 dishes contain 2 ml, and 2 dishes contain 0.2 ml of cell suspension. 
Each cell is cultured in 10 ml MEM medium containing 1,200 jig/ml G418 
(GIBCO-BRL) and 10% FBS for 14 days with a medium change every 2 days 
and stably-transf ected cell lines are selected. G418 resistant cells, 
grown in the medium, are recovered using a cloning ring. Each 
35 recovered clone is propagated until it becomes confluent in a 10-cm 
dish. 
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The cells are cultured to confluence in 6 -cm dishes and then 
infected with Adenovirus AxCANCre at m. o . i= 2 or 3 by the method by 
Saito et al . (Saito, et al . , Nucl . Acids Res. 23: 3816-3821 (1995); 
Arai, T. et al . , J. Virol. 72(2): 1115-1121 (1998)) to induce 
5 expression of F protein in each clone. 

<3> Reconstitution and amplification of F gene-deficient SeV 

The above-described plasmid introduced with the exogenous gene 
of pSeV18 + /AF is transfected into LLC-MK2 cells as follows. LLC-MK2 

10 cells are seeded onto 100-mm petri dishes at a density of 5x 10 6 
cells/dish, incubated for 24 hours, and inoculated (m.o.i=2) (at 
m.o.i= 2 to 3, preferably 2) for 1 hour at room temperature with 
recombinant Vaccinia virus expressing T7 RNA polymerase (Fuerst, T.R. 
et al., Proc. Natl. Acad. Sci. USA 83: 8122-8126 (1986)) which has 

15 been treated with long wave UV (365 nm) and Solaren for 20 min. For 
UV exposure of the Vaccinia virus, for example, UV Stratalinker 2400 
(Catalog No. 400676 (100 V), Stratagene, La Jolla, CA, USA) which 
is equipped with five 15-watt bulbs is used. Cells are washed three 
times and the plasmids pSeV18 + /AF-GFP, pGEM/NP, pGEM/P, and pGEM/L 

20 (Kato, A., et al., Genes Cells 1: 569-579 (1996)) are resuspended 
in OptiMEM (GIBCO) at ratios of 12 jig, 4 jag, 2 jug, and 4 jig/dish, 
respectively, and mixed with SuperFect transfection reagent (1 jig 
DNA / 5 (il of Superfect, QIAGEN) . Mixtures are left standing at room 
temperature for 10 min and then added to 3 ml OptiMEM containing 3% 

25 FBS. The resulting mixture is added to the cells and incubated for 
3 hours. The cells are then washed twice with serum- free MEM and 
incubated in MEM containing 40 jug/ml of cytosine (3-D-Arabinof uranoside 
(AraC, Sigma) and 7.5 (^g/ml trypsin (GIBCO) for 70 hours. These cells 
are harvested and the cell pellet is suspended in OptiMEM (10 7 cells/ml) . 

30 After 3 cycles of f reeze-thawing, the cells are mixed with lipof ectin 
reagent DOSPER (Boehlinger Mannheim) (10 6 cells/25 )il DOSPER) , and 
kept at room temperature for 15 min. LLC-MK2/F7 cells (10 6 cells/well, 
12-well plate) , one of the F expressive helper cells cloned above, 
are transfected with the mixture, cultured in serum free MEM 

35 (containing 40 |ug/ml AraC and 7 . 5 fig/ml trypsin) , and then the culture 
supernatant is collected. 
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In preparing deletion virus vectors, two different virus 
vectors having deletion of a different envelope gene in the viral 
genome of the vector may be transfected into the same cell. In this 
case, each deleted envelope protein is supplied through expression 
5 from the other vector, and this mutual complementation permits the 
generation of infective virus particles, which can replicate and 
propagate. Thus, two or more of the virus vectors of the present 
invention may be simultaneously inoculated in a combination that 
complement each other, thereby producing a mixture of each envelope 

10 deletion virus vector at a low cost and in a large scale. Because 
these viruses lacking an envelope gene have a smaller genome, they 
can maintain a long exogenous gene more stably. In addition, it is 
difficult for these viruses, which are intrinsically non-infective, 
to keep the status of co-infection after being diluted outside cells, 

15 and thus they are sterilized and less harmful to the environment. 
Optionally, RNA-dependent RNA polymerase inhibitors may be 
administered after the administration of replicable Paramyxovirus 
vectors into individuals or cells to specifically arrest the 
propagation of the vectors without damaging the host. Such 

20 administration of RNA-dependent RNA polymerase inhibitors may become 
necessary upon termination of treatment and such. 

The collected Paramyxovirus maybe purified to be substantially pure . 
The purification can be carried out by known purification/separation 
methods including filtration, centrifugation, and column 

25 purification, or combinations thereof. The phrase "substantially 
pure" means that the virus is the major portion of a sample where 
it is present as a component. Typically, a sample can be confirmed 
to be a substantially pure virus vector when proteins derived from 
the virus vector occupies 10% or more, preferably 20% or more, more 

30 preferably 50% or more, more preferably 70% or more, more preferably 
80% or more, and even more preferably 90% or more, of the total proteins 
(but excluding proteins added as carriers or stabilizers) in the sample . 
Specific examples of purification methods for Paramyxovirus include 
methods using cellulose sulfate ester or cross-linked polysaccharide 

35 sulfate ester (JP-B Sho 62-30752; JP-B Sho 62-33879; and JP-B Sho 
62-30753) , and those including adsorption of the virus with fucose 
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sulfuric acid-containing polysaccharide and/or its degradation 
product (WO 97/32010) . 

The mammalian cell- infecting virus vectors encoding 
epitope-linked-P2m in an expressible manner express and secrete the 
5 epitope-linked-P2m in mammalian cells upon introduction of the vectors 
into the mammalian cells. The present invention provides a method 
for producing an epitope-linked-p2m, which comprises the steps of: 

(a) introducing a mammalian cell -infecting virus vector that encodes 

an epitope-linked-p2m in an expressible manner into mammalian cells, 

10 and (b) recovering the epitope- linked-p2m from the mammalian cells 
introduced with the vector or the culture supernatant thereof. 

The epitope-linked-P2m expressed in mammalian cells forms a 
heterodimer with an endogenous MHC molecule or an MHC molecule 
exogenously expressed in the cells. The heterodimers are recovered 

15 to obtain a protein complex containing the epitope-linked-P2m. 
Specifically, this invention provides a method for producing an MHC 
class I/peptide complex containing the MHC class I heavy chain and 

epitope-linked-P2m / which comprises the steps of: (a) introducing a 
mammalian cell-infecting virus vector that encodes an 

20 epitope-linked-p2m in an expressible manner into mammalian cells, and 

(b) recovering the formed MHC class I/peptide complex from the 
mammalian cells introduced with the vector or from the culture 
supernatant thereof. More preferably, to prepare the MHC class 
I/peptide complex, the MHC class I heavy chain is overexpressed 

25 exogenously in mammalian cells, and the heavy chain is then made to 
form the complex with the epitope-linked-P2m. For example, a virus 
vector expressing the MHC class I heavy chain is introduced into the 
mammalian cells. There is no limitation on the virus vector, but 
preferably, Paramyxovirus vectors may be used. Alternatively, other 

30 virus vectors may be used. Moreover, mammalian cells wherein the 
vector is integrated into the chromosome, allowing constitutive or 
inducible expression of a desired MHC class I heavy chain, may be 
used. This enables intracellular overexpression of the desired MHC 
class I heavy chain to prepare the MHC class I/peptide complex. 

3 5 Alternatively, the MHC class I/peptide complex may be prepared through 
the binding of separately prepared epitope- linked-p2m and MHC class 
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I heavy chain. 

The MHC class I heavy chain may be expressed either as a 
membrane -bound form or a secretory form (or free form) . Furthermore, 
the MHC class I heavy chain may be a wild-type protein or one with 
5 modified amino acid sequence. The secretory form MHC class I heavy 
chain may be prepared by expressing a protein with deleted 
membrane -binding region. Moreover, a desired peptide maybe attached 
to the MHC class I heavy chain. For example, the addition of a 
biotinylation substrate peptide to the MHC class I heavy chain allows 

10 simple preparation of a tetramer of an obtained MHC class I/peptide 
complex using avidin via biotinylation of the expressed complex. 

In the present invention, the phrase "biotinylation substrate 
peptide" refers to a peptide that serves as a substrate for 
biotinylation. There is no limitation on the biotinylation substrate 

15 For example, any peptide may be used as the biotinylation substrate 
as long as an -NH 2 group present on an amino acid residue is arranged 
in a state to allow chemical reaction. For example, a saccharide 
portion may be chemically modified by Biotin hydrazide (Assay Design, 
Co. , Ltd.) , a lysine-NH 2 may be modified by Biotin HNS, an -SH group 

20 may be modified by Biotin BMCC, and a -COOH group may be modified 
by 5- (Biotinamido) -Pentylamine EZ-Link. A preferred biotinylation 
substrate peptide includes peptides that allow enzymatic 
biotinylation. For example, a peptide serving as a substrate for a 
biotinylation enzyme (biotin ligase) that specifically adds one 

25 biotin to an amino acid (for example, lysine) is preferred. Such 
enzyme includes, for example, Bir A, a biotin ligase derived from 
E.coli. Bir A recognizes a peptide sequence of 13 amino acids and 
adds one biotin to a lysine at the center of the peptide. Several 
kinds of sequences are known to serve as a substrate for Bir A, and 

30 include, for example, LGGIFEAMKMELRD (SEQ ID NO: 31) (Schatz, P., 
Biotechnology 11 : 1138-1143 (1993); Crawford, F. , Immunity 8: 675-682 
(1998) ) . 

Such an MHC class I/peptide tetramer can be constructed according 
to methods comprising the steps of: (a) biotinylating an MHC class 
35 I heavy chain that contains a biotinylation substrate peptide, and 
(b) assembling the biotinylated MHC class I heavy chain in the presence 
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of avidin. Specifically, for example, a Bir A substrate peptide (BSP) 
sequence is attached to an MHC class I heavy chain, and then an MHC 
class 1/peptide complex containing this MHC class I heavy chain is 
prepared. Then, the MHC class I heavy chain is biotinylated with Bir 
5 A enzyme . After purification of the biotinylated MHC class 1/peptide 
complex by such as FPLC, it may be multimerized through reacting it 
at a 1:1 ratio with the biotinylating site of streptavidin. 
Streptavidinmay be appropriately labeled with R-phycoerythrin (R-PE) , 
Cy 5, and such. The tetramerized MHC class 1/peptide complex is 

10 extremely useful for the detection and quantification of CTL 
(epitope-specif ic CD8-positive T cells) due to its enhanced 
CTL-binding ability. Cells bound to the MHC classl/peptide multimer 
can be detected by FACS and such. 
Thus, the present invention relates to a method for detecting and 

15 quantifying antigen-specific T lymphocytes utilizing a vector of the 
present invention, or epitope-linked-p2m or MHC class 1/peptide 
complex expressed by the vector of the present invention. Furthermore, 
the present invention provides a detection agent for antigen-specific 
T lymphocytes comprising a vector of the present invention, or 

20 epitope- linked-p2m or MHC class 1/peptide complex produced by using 
the vector. Moreover, the present invention provides a use of the 

vectors of the present invention, or epitope-linked-p2m or MHC class 
I/peptide complex produced by using the vectors, for the detection 
of antigen-specific T lymphocytes. 

25 For example, the MHC class I/peptide tetramer can be used for a simple 
and highly sensitive quantification of epitope-specif ic CD8-positive 
T cells. This method for detecting antigen-specific T lymphocytes 
using the tetramer comprises the steps of: (1) presenting the tetramer 
in a sample containing T lymphocytes, and (2) detecting cells bound 

30 to the tetramer. It is possible to quantify the antigen-specific T 
lymphocytes by quantifying the cells bound to the tetramer. 

To quantify epitope-specif ic CD8-positive T lymphocytes in 
individuals, for example, when the epitope is derived from HIV, a 
tetramer that displays the HIV epitope is added at an amount of 20 

35 |ig/ml as the MHC class I/peptide complex to lx 10 6 peripheral blood 
mononuclear cells (PBMC) from a HIV-infected patient, and incubated 
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at 37 °C for 15 min and then at 4°C for 20 min. Herein, the optimal 
quantity of the tetramer and the optimal temperature vary depending 
on each tetramer, and thus are appropriately adjusted. Then, the cells 
are double-stained with anti-CD8-APC and analyzed by flow cytometry 
5 to determine the frequency of tetramer-positive cells among total 
CD8-positive T cells. This method may be applied to cells isolated 
from various tissues such as lymph node, in addition to PBMC. 

The cells stained with the tetramer according to the above procedure 
may be further stained with anti-PE-magnetic beads (Daiichi Pure 

10 Chemicals) to isolate epitope-specif ic cells using a magnetic cell 
sorter (Daiichi Pure Chemicals) . Thus, the tetramer of the present 
invention is also useful for the isolation of epitope-specif ic cells. 
Specifically, antigen-specific T lymphocytes can be isolated through 
the steps of: (1) presenting a tetramer of the present invention in 

15 a sample containing T lymphocytes, and (2) separating cells bound 
to the tetramer. 

Moreover, a vector of the present invention or 
epitope-linked-p2m expressed by the vector may be used for in vitro 
CTL assay. Target cells for the CTL assay generally include cell lines 

20 derived from the same individual as the CTL. For example, cells of 
Epstein-Barr virus-transf ormed B cell line (auto-lymphoblastoid cell 
line, auto-LCL) pulsed with a synthetic peptide may be used as the 
target cells . Alternatively, instead of using the synthetic peptide, 
epitope- linked-p2m prepared by the vector of the present invention 

25 may be added or the virus vector expressing the epitope- Iinked-P2m 
may be infected into the auto-LCL. In fact, such auto-LCL was 
confirmed to have a cytotoxic activity. Cells of human cell lines 
can be used similarly through co- infection of virus vectors that 
express a desired MHC class I heavy chain (membrane -bound form) and 

3 0 an epitope -linked- (32m, which will be displayed on the MHC class I heavy 
chain, respectively. 

Moreover, epitope-linked-p2m may be used to establish 
epitope-specif ic cytotoxic T lymphocytes (CTL) . Such 
epitope-specif ic CTL can be established via specific single or 

35 multiple stimulations in vitro. For example, HIV Nef 138-10-specif ic 
CTL can be established by arresting the growth of HIV-infected 
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individual' s peripheral blood mononuclear cells (PBMC) by irradiation, 
stimulating the PBMC with stimulator cells (derived from the same 
individual) pulsed with the HIV Nefl38-10 peptide, and then 
co-culturing the cells in the presence of IL-2. Herein, culture 
5 supernatant of cells infected with a virus vector that expresses the 
epitope- linked- P2m of the present invention (i.e., free form 
epitope- linked-p2m protein) was demonstrated to be effective as 
synthetic peptides. Epitope-specif ic CTL may also be established by 
infection of a virus vector expressing the epitope-linked-P2m to the 

10 stimulator cells. 

Furthermore, the epitope-linked-p2m and MHC class I/peptide 
complexes (monomers or multimers) of the present invention can be 
used for a protein chip by binding them to a supporting-base of protein 
chips, for examfple, via a method other than utilizing biotin-avidin 

15 binding. 

Human MHC class I molecules are preferably used as the MHC class 
I heavy chain when it is applied to humans, but not limited thereto. 
Human MHC class I molecules are called human leukocyte antigens (HLA) 
and are quite rich in variety. Any of these molecules can be used 
20 as the HLA in the present invention. For example, the present 

invention may be applied to any type of HLA whose desired epitope 
has been identified in infectious diseases and cancers, and they may 
be used as order-made or tailor-made reagents. 

In particular, HLA-A24 (approximately 60 to 70%) , HLA-A2 
25 (approximately 40%) , and HLA-A26 (approximately 20%) are high 

frequent HLA types in Japanese, followed by HLA- All (20%) , HLA- A3 1 
(up to 20%) , and HLA- A3 3 (up to 20%) . These HLA types are particularly 
preferred when applied to Japanese. 

For the purpose of developing reagents or medicaments 
3 0 applicable to a certain extent of many unspecified individuals in, 
for example Japanese, HLA types having 5% or more allele frequency 
among Japanese population (namely, 10% or more HLA type frequency 
among Japanese) is preferred. Such HLA types include: 
A locus B locus 

35 A*0201 B*0702 

A*0206 B*1501 
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A*1101 



B*3501 



A*2601 



B*4001 



A*31012 



B*4002 



A*3303 



B*44031 
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B*4601 



B*52011 



B*5401 



In the Examples, the present inventors used A24 -restricted HLA 
class I heavy chain as the MHC class I molecule and an HIV-1 derived 
10 epitope displayed on the A24 -restricted HLA class I molecule as the 
epitope. Approximately 60 to 70% of the Japanese population have the 
genotype HLA-A*2402 . Therefore, the A24 -restricted HLA class I heavy 
chain, in particular, A*2402 (Litte, A.-M., Immunogenetics 35: 41-45 
(1992)) is suitable in the present invention. 

15 The epitope- linked-p2m and MHC class 1/peptide complexes 

obtained according to the present invention may be used to induce 
antigen- specif ic cellular immune response. The present invention 
provides an agent to induce antigen-specific cellular immune response 

that comprises epitope- linked-p2m or MHC class 1/peptide complex 
20 obtained according to the present invention. Furthermore, the 

present invention relates to the use of the epitope-linked-P2m or the 
MHC class I/peptide complexes obtained according to the present 
invention to induce antigen-specific cellular immune response. 



25 epitope- linked-P2m derived from the HIV-1 Nef protein presented by 
HLA-A*2402 as an example using the SeV expression system, and verified 

that the epitope-linked~P2m binds as a secretory protein to the 
HLA-A*2402 molecules on the cell surface, resulting in an efficient 

antigen presentation to CTL. The epitope-linked-P2m produced by the 
30 virus vectors of the present invention was suggested to be useful 
as a protein preparation. After purification and removal of virus 
contaminants from the epitope-linked-p2m, a clinically useful inducer 
of antigen-specific cellular immune response can be obtained. The 
present invention provides a pharmaceutical composition comprising 
35 the epitope-linked~P2m or MHC class I/peptide complexes produced by 
the virus vectors of the present invention. 



The inventors of the present invention constructed an 
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The method for inducing antigen-specific cellular immune 
response using epitope- linked-p2m or MHC class I/peptide complexes 
provided by the present invention specifically includes the step of 
contacting the epitope- Iinked-P2m or MHC class I/peptide complexes 
5 of the present invention with (epitope-specif ic) CD8-positive T 
cells . 

For example, epitope- linked-p2m of the present invention is 
useful for establishing in vitro epitope-specif ic CTL cell lines. 
Epitope-specif ic CTL cell lines can be established by one to several 

10 rounds of specific stimulations in vitro. For example, to establish 
HIV Nefl38-10-specif ic CTL cell lines, PBMC from HIV-infected 
individuals are irradiated to arrest their proliferation, stimulated 
with stimulator cells (derived from the same individual) pulsed with 
the HIV Nefl38-10 peptide, and then co-cultured in the presence of 

15 IL-2. Herein, synthetic peptides are generally used for the 

stimulation; however, a similar effect can be achieved by culture 
supernatants of cells infected with the epitope- linked-P2m. 

In addition, epitope-linked-p2m of the present invention is 
useful to pulse target cells in CTL assays in vitro. Target cells 

20 in the CTL assays may be pulsed with culture supernatants of cells 
infected with the epitope -linked P2m, which gives the same result as 
with the synthetic peptide. Generally, a complex of an MHC class I 
heavy chain (membrane -bound form) + P2m + peptide is already expressed 
on the cell surface. Thus, the pulsing with the synthetic peptide 

25 is intended to exchange the synthetic peptide with the peptide portion 
of the complex. On the other hand, exchange of the P2m and peptide 
portion of the complex is suggested to occur when pulsed with the 
epitope- linked- p2m. 

Epitope-linked-P2m of the present invention is also useful to 

30 pulse patient's dendritic cells ex vivo. Peripheral blood 

mononuclear cells are isolated from a patient and then differentiation 
to dendritic cells is induced by a standard method. These dendritic 
cells are pulsed with the epitope-linked-P2m to subcutaneous ly 
administer them to the patient. As a result, the epitope-linked-p2m 

35 is expected to induce epitope-specif ic CTL due to its expression on 
the cell surface as a complex with an MHC class I heavy chain 
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(membrane -bound form) similarly as in the in vivo experiment. Since 
the dendritic cells pulsed with the epitope-linked-(32m is expected 
to express the epitope on the MHC class I heavy chain (membrane -bound 
form) for a longer time than cells pulsed with a peptide, it may be 
5 used as a "cellular vaccine (therapeutic vaccine)". Moreover, 

epitope-specif ic CTL may be induced by direct administration of the 
epitope-linked-(32m of the present invention as a protein preparation. 

Furthermore, mammalian cell -infecting virus vectors that 
encode epitope- linked-P2m in an expressible manner themselves may be 

10 used to induce antigen-specific cellular immune response. The 

present invention relates to inducers of antigen-specific cellular 
immune response comprising the mammalian cell-infecting virus vector 
that encodes the epitope- linked-p2m in an expressible manner. 
Moreover, the present invention relates to the use of the mammalian 

15 cell-inducing virus vector that encode the epitope-linked-p2m in an 
expressible manner for the induction of antigen-specific cellular 
immune response . The virus vectors of the present invention are useful 
for gene therapy. The present invention provides pharmaceutical 
compositions comprising the mammalian cell-infecting virus vector 

20 that encodes the epitope-linked-p2m in an expressible manner. The 
virus vector is useful to induce antigen-specific immune response 
for infectious diseases, cancers, and such, due to its 
antigen-specific cellular immune response inducing ability. 
Applications of the virus vectors of the present invention to gene 

25 therapy may be achieved through gene expression by either a direct 
(in vivo) administration or an indirect (ex vivo) administration of 
the virus vectors. 

For example, in the process of in vitro establishment of 
epitope-specif ic CTL cell lines, stimulation of stimulator cells may 

3 0 be achieved by infecting them with a virus vector that expresses 

epitope-linked~p2m instead of using a synthetic peptide. 

The virus vectors of the present invention may also be used 
to pulse target cells in an in vitro CTL assay. Auto-LCL cells infected 
with a virus vector expressing epitope-linked~P2m instead of a 
35 synthetic peptide may be used as target cells in the CTL assay. In 
fact, the cells were confirmed to have cytotoxic activity in the CTL 
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assay. In addition, to use human cell lines as target cells, they 
may be co- infected with a virus vector expressing a desired MHC class 
I heavy chain (membrane -bound form) and a virus vector that expresses 
an epitope-linked-p2m presented by the MHC class I heavy chain. 
5 Furthermore, the vectors of the present invention may be used 

for ex vivo gene transfer into patient's dendritic cells. Peripheral 
blood mononuclear cells (PBMC) are isolated from a patient and induced 
to differentiate into dendritic cells by a standard method. The 
dendritic cells are infected with a virus vector expressing 

10 epitope- linked-p2m, and then inoculated to the patient subcutaneously . 
The important point here is how long the expression of a pulsed peptide 
or the epitope- Iinked-P2m protein continues on the surface of the 
pulsed dendritic cells. In fact, when the cells are pulsed with a 
synthetic peptide, the expression of the epitope on the cell surface 

15 of the dendritic cells disappears in a short term. In contrast, a 
long time expression of the epitope-linked-p2m can be achieved via 
the infection of the dendritic cells with the virus vector to allow 
intracellular expression of the epitope- linked~P2m. Furthermore, 
the vectors of the present invention are also useful for in vivo gene 

20 therapy wherein epitope-specif ic CTL is induced by in vivo 
administration of the vectors. 

Target cells for gene transfer using the vectors preferably 
include those having antigen presenting ability. Such cells 
particularly include dendritic cells (DC) . For example, a desired 

25 MHC class 1/peptide complex may be formed on dendritic cells by 

introducing a vector of the present invention into the dendritic cells 
ex vivo. The resulting cells may be used for the activation of 
antigen-specific T cells . The present invention relates to mammalian 
cells infected with a mammalian cell-infecting virus vector encoding 

30 epitope-linked-P2m of the present invention in an expressible manner. 
Desired isolated cells having antigen-presenting ability may be used 
as the mammalian cells. In particular, a large amount of MHC class 
I/peptide complexes may be formed by introducing an exogenous gene 
encoding an MHC class I heavy chain into the cells. The gene that 

3 5 encodes the MHC class I heavy chain may be either encoded by an 

expression vector outside the chromosome or integrated into cellular 
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chromosome. A secretory form MHC class I/peptide complex can be 
produced in the cells by intracellularly expressing a secretory form 
MHC class I heavy chain. Such cells may be particularly useful for 
the production of the secretory form MHC class I/peptide complex. 
5 When a membrane -bound form MHC class I heavy chain is intracellularly 
expressed, a membrane -bound MHC class I/peptide complex is expressed 
on the cell surface. Such cells have an excellent antigen-presenting 
ability to epitope-specif ic CTL. Furthermore, the present invention 
relates to cells presenting epitope-linked-P2m produced by the method 

10 of the present invention on the cell surface. Such cells can be 
prepared, for example, by adding the epitope-linked-P2m produced by 
the method of the present invention to the cells. For example, 
dendritic cells may be prepared from a patient and induced in vitro 
to differentiated dendritic cells according to methods known to those 

15 skilled in the art. The resultant cells are mixed with the 

epitope- linked-p2m produced by the method of the present invention. 
This results in the formation of a complex of the epitope-linked-p2m 
and MHC class I heavy chain on the cell surface of the dendritic cells 
derived from the patient . These cells also have the ability to present 

20 antigens to epitope-specif ic CTL. The produced cells presenting the 
desired epitope may be put back into the patient's body to induce 
epitope-specif ic immune response. Namely, these cells can be used 
as vaccines. Thus, the epitope-linked-p2m produced according to the 
method of the present invention is useful as a pharmaceutical to induce 

25 antigen-specific immune response in patients. To produce cells that 
present epitope-linked-p2m on the cell surface, the cells are pulsed 
with the epitope-linked-p2m produced by the present method. Before 
the pulsing, pre-existing epitopes on the cells can be removed by 
acid treatment of the cells. The acid treatment can be carried out 

30 through exposing the cells in an acidic environment so that the epitope 
peptides presented on the cell surface are significantly dissociated. 
The acid treatment may be carried out, for example, by treating the 
cells with a peptide-stripping buffer (0.13 M citric acid (pH 3), 
66 mM Na 2 HP0 4 , 150 mM NaCl, 17 mg/ml Phenol Red) at 4°C for 1 min, 

35 followed by neutralization with enough culture medium (for example, 
RPMI) . Those skilled in the art are able to perform the acid treatment 
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via other protocols achieving similar effect. The present invention 
provides pharmaceutical compositions comprising the above -described 
cell infected with the mammalian cell-infecting virus vector encoding 
epitope-linked~P2m in an expressible, or the cell presenting the 
5 epitope-linked~P2m produced according to the method of the present 
invention. 

In principle, since most of the somatic cells endogenously 
express the MHC class I, there is no need to exogenously express an 
MHC class I heavy chain in the production of above cells, but only 

10 express or add epitope-linked-p2m. A tailor-made medicine is 

realized through MHC typing of the patient and expression or addition 

of epitope-linked-p2m selected in accordance with the MHC type. For 
example, when the patient has the A24 -restricted MHC type, then the 

use of p2m fused with an epitope presented by an A24 -restricted T cell 

15 is expected to produce a more significant effect in the therapy. It 
is preferred that the MHC type is identical in serotype or in genotype, 
and more preferably in genotype. Since approximately 70% of Japanese 
have the HLA-A*2402 genotype, it is possible to produce a medicine 
particularly suited for the application to Japanese through 

20 identifying an epitope presented by cells having HLA-A*2402 and 
designing an epitope-linked-p2m using the identified epitope. 
Furthermore, the most adapted therapeutic strategy for each patient 
can be determined through the analysis of epitopes corresponding to 
many kinds of MHC types . 

25 The mammalian cell-infecting virus vectors, 

epitope-linked-P2m and MHC class 1/peptide complexes obtained by the 
virus vectors, cells introduced with the vector, or cells having 
epitope-linked~P2m on the cell surface of the present invention may 
be prepared as a composition in combination with, if necessary, desired 

30 pharmaceutical^ acceptable carriers or vehicles. The phrase 
"pharmaceutical ly acceptable carriers or vehicles" refers to 
materials capable of being administered with the vectors, 
epitope-linked-P2m or MHC class I/peptide complexes, or the 
above -described cells of the present invention, and that do not 

35 significantly interfer their activities. For example, a composition 
can be made by proper dilution of a mammalian cell-infecting virus 
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vector of the present invention, or an epitope-linked-(32m or MHC class 
I/peptide complex obtained by the vector with physiological saline 
or phosphate-buffered saline (PBS) . When a Paramyxovirus vector has 
been propagated in chicken eggs, the composition may contain allantoic 
5 fluid. Moreover, the above cells may be suspended in physiological 
saline, PBS, or culture solution. In addition, the compositions of 
the present invention may contain carriers or vehicles such as 
deionized water and 5% dextrose solution. Furthermore, it may contain 
other materials including vegetable oils, suspending agents, 
10 detergents, stabilizers, and sterilizers. Moreover, preservatives 
and other additives maybe used for the compositions . The compositions 
of the present invention are useful as reagents and medicines. The 
compositions are further useful as vaccines. The present invention 
also relates to the use of the vectors of the present invention, 

15 epitope-linked-p2m or MHC class I/peptide complexes obtained by the 
vectors, or the compositions comprising the above cells as reagents, 
medicines, or vaccines. To enhance immunogenicity, the vaccine 
compositions may contain immune accelerators including cytokines, 
cholera toxins, and salmonella toxins . Furthermore, the vaccines may 

20 be combined with adjuvants including alum, incomplete Freund's 

adjuvant, MF59 (oil emulsion) , MTP-PE (muramyl tripeptide derived 
from Mycobacterium cell wall) , and QS-21 (derived from soapbark tree 
Qui la j a saponaria) . 

Moreover, cytokines can be effectively combined to enhance the 

25 adjuvant effect of the pharmaceutical compositions of the present 
invention for administration. Such combinations include: i) 
combination of IL-2 and single-stranded IL-12 (Proc. Natl. Acad. Sci. 
USA 96(15): 8591-8596 (1999)), ii) combination of IL-2 and 

interferon-y (US Pat. No. 5,798,100), iii) GM-CSF alone, and iv) 
30 combination of GM-CSF and IL-4 for the treatment of brain tumors (J. 

Neurosurgery 90(6): 1115-1124 (1999)). 

The vaccines of the present invention may be applied, for 

example, to tumors, infectious diseases, and other general diseases. 

For the treatment of infectious diseases, for example, epitopes of 
35 antigen proteins of infectious microorganism are analyzed, and then 

(32m fused with the epitopes are produced. Antigen proteins include, 
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for example, envelope of virulent strain type H5N1 for influenza; 
for Japanese encephalitis, the envelope protein (Vaccine 17(15-16) : 
1869-1882 (1999)) ; HIV gag or SIV gag proteins (J. Immunology 164: 
4968-4978 (2000) ) , HIV envelope proteins, the Nef protein and other 
5 virus proteins for AIDS; B subunit (CTB) of cholera toxin (Arakawa, 
T. et al., Nature Biotechnology, 16(10): 934-8 (1998); Arakawa, T. 
et al., Nature Biotechnology, 16(3) : 292-7 (1998)) as an example of 
cholera antigens; glycoprotein of rabies virus (Lodmell, D.L. et al . , 
Nature Medicine 4 (8) : 949-52 (1998) ) as an example of rabies antigens; 

10 and capsid protein LI of human papilloma virus type 6 (J. Med. Virol 
60: 200-204 (2000)) as an example of cervical cancer antigens. 
Furthermore, the present invention may be applied to pathogenic 
Paramyxovirus such as Measles virus and epidemic parotiditis virus 
that highly require the use of vaccines . Moreover, epitopes of antigen 

15 proteins including JE-E antigen protein of Japanese encephalitis 
(JP-A Sho 64-74948, JP-A Hei 1-285498) , gD2 protein of human herpes 
simplex virus (JP-A Hei 5-252965) , hepatitis C virus-derived peptide 
(JP-A Hei 5-192160) , and pseudorabies virus-derived polypeptide 
(Published Japanese Translation of International Publication No. 

20 7-502173) , may also be used . For example, cells frompatients infected 
with these pathogenic microorganisms are analyzed to identify 
epitopes of the antigen proteins presented on antigen-presenting 
cells (APC) . An epitope for the desired HLA type can be identified 
by selecting a proper HLA type. 

25 It is clinically significant in treating tumor to develop 

diverse and new therapeutic strategies and methods, focusing on 
tumor-specific antigens. For example, in tumor therapy, 
anepitope-linked-P2m may be expressed in antigen-presenting cells 
(APC) , such as tumor cells or DC cells, using a vector of the present 

30 invention, or protein products, such as epitope-linked-P2m and MHC 
class I/peptide complex, may be administered. 

General means to develop a vaccine therapy includes the use 
of DC cells known to have antigen-presenting ability to helper T cells 
(Th) as well as high antigen-presenting ability to CTL via MHC class 

35 I molecules (Mayordomo, J.I. et al., Nature Med. 1(12): 1279-1302 
(1995) ) . As an example of tumor immunotherapy, studies to establish 



48 



a tumor vaccine therapy utilizing the MAGE antigen, which expression 
is confirmed in a variety of malignant tumors, as a target are in 
progress by Yasushi Fuji et al . (National Hospital Kyushu Cancer 
Center) . The method was applied to 7 cases including 5 cases of 
5 recurrent gastric tumor and a case of recurrent esophagus tumor. As 
a result, shrink of metastatic lymph node, decrease in tumor markers, 
and improvement of clinical symptoms (hoaseness) were observed in 
the recurrent esophagus tumor case. In the gastric tumor cases, 
decrease in tumor markers in 4 of 6 cases was observed. No side effect 

10 was observed, suggesting safety of the tumor immunotherapy. Moreover, 
in many cases, improvement of clinical symptoms and decrease in tumor 
markers were observed, indicating the possibility that it serves as 
an effective therapeutic method through selection of the 
administration route, adaptable cases, and such. Clinical studies 

15 on the DC vaccine therapy using the MAGE -3 peptide have been 

practically started, and are suggested to be a safe and tumor-specific 
immunotherapy against progressive recurrent digestive organ cancer 
cases. However, for preventive administration of such vaccines to 
many patients, it is clearly troublesome and unpractical to find an 

20 optimal condition for administration of the dendritic cells as 

"natural adjuvant" to each patient . Therefore, efficient methods are 
desired in the art (Yamagishi, H. et al . , Oral presentation in the 
General meeting of Japan society of Cancer Therapy: October 12 (1999) , 
Gifu City) . The application of the present invention to such a tumor 

25 vaccine therapy may be quite effective. 

The prevention of tumorgenesis triggered by viruses may be 
achieved by preventing infection using a virus vaccine. Thus, 
virus-caused tumors can be more practically prevented compared with 
those caused due to other factors. For example, hepatitis C virus 

30 (HCV) associated with hepatic tumors, human papillomavirus (HPV) 
associated with uterine cancer, and HTLV-1 associated with adult T 
cell leukemia are candidates for vaccines aiming at prevention and 
therapy of infections. Hepatic tumors share a high ratio in Japanese 
tumors . Infection by hepatitis C virus occurs non-orally , and at high 

3 5 frequency gets chronic even in healthy adults with normal 

immunocompitence . Approximately 20% of the infected individuals are 
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predicted to suffer chronic hepatitis or cirrhosis. Moreover, many 
of the cirrhosis patients acquire liver cell cancer. While interferon 
treatment of hepatitis C made it possible to cure a part of the patients , 
its efficacy was not as initially expected and even now, there is 
5 no effective therapy for more than half of the patients. Generally, 
viral infections are prevented by inducing neutralizing antibodies 
via vaccination. However, hepatitis C virus is susceptible to 
mutation and the existence of a neutralizing antibody that interrupts 
its infection has not been proven so far. Virus infections are known 

10 to be protected by inducing CTL in addition to the induction of 

neutralizing antibodies. The administration of the vectors of the 
present invention is expected to induce activation of CTL in such 
virus infections. 

Moriyama, T. et al . (Jichi Medical School) have been studying 

15 methods using genes themselves that encode pathogenic antigens as 
vaccines (DNA vaccines) as a novel method to induce CTL. The method 
has problems such as insufficient expression and the administration 
site being limited to the muscles as described in their articles 
(Kurane, I. vx DNA vaccine, present situation and new findings" , Current 

20 Concepts in Infectious Diseases 19 (3) : 6-9 (2000)) . Another article 
describes a cancer vaccine utilizing HER2, a membrane type 
glycoprotein having tyrosine kinase activity, that is found 
overexpressed in breast cancers (Kageyama, S., Watanabe, M., Hiasa, 
A. , and Suku, K. , "Cancer and immunity, cancer-specific immune therapy, 

25 vaccine therapy against breast cancer using a HER-derived peptide", 
New Horizon for Medicine 32 (5) : 1167-1172 (2000) ) . The virus vectors 
provided by the present invention is expected to exert higher effect 
than these DNA vaccines. Highly efficient vaccines may be provided 
according to the present invention by constructing vectors using virus 

3 0 vectors that have a wide expression range among mammal tissues 

(adenovirus vectors, adeno-associated virus vectors, herpes simplex 
virus vectors, retrovirus vectors, Lent ivirus vectors , Semliki forest 
virus vectors, Sindbis virus vectors, vaccinia virus vectors, Sendai 
virus vectors, etc.) . 

35 Although uterus cancer is a f emale- specif ic tumor, the 

significance to develope vaccines for the prevention and therapy of 
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HPV infection is the same as other tumors. The main infection route 
of HTLV-1 is mother-to-child transmission. However, there are also 
other routes. Although the pathogenicity of recently discovered HGV 
is unclear, it is widespread in society like HCV, indicating the need 
5 to prevent such virus at the perspective of public health. Thus, such 
virus is also a target for the application of the present invention. 

Investigations concerning applications of antigen-presenting 
cells and the route of administration are also important. The most 
extensively studied route of administration for vaccine therapy 

10 comprises the steps of: (1) isolating the small amount of DC cells 
contained in the peripheral blood of a patient; (2) culturing and 
amplifying them in vitro; and (3) returning them into the patient's 
body via intravenous injection. This method utilizes the ability of 
DC cells to present antigens via MHC class I molecules to CTL. This 

15 system requires respectable facilities and time for culture. 
Recently, vaccine therapy utilizes skin is featured. The 
investigations of anti-virus vaccine therapy and cancer vaccine 
therapy utilizing dendritic cells including Langerhans cells (LC) 
that were recently found to efficiently present endogenous antigens, 

20 such as virus antigens and cancer antigens, to CTL via MHC class I 
molecules on the cell surface are attracting attention. Since many 
LC cells are on the epidermis of skin, efficient DNA vaccine therapy 
may be developed by applying virus peptides or genes encoding antigens 
on the skin. However, LC cells in normal skin are in the dormant state, 

25 and have low antigen presenting activity to Th and CTL, as well as 
poor mobility into the lymph node. Therefore, it is difficult to 
realize a virus vaccine therapy or cancer vaccine therapy using normal 
skin. To solve these problems, Naohiro Seo and Masahiro Takigawa 
(Hamamatsu Univ. School of Medicine) along with colleagues 

30 demonstrated that LC cells on the skin become activated, then move 
into the lymph node and efficiently present antigens to Th cells by 
disrupting the most external skin layer, the corneum barrier , through 
8 to 15 times repeated tape stripping (TS) (Japanese Patent Application 
No. Hei 10-316585, "Percutaneous peptide immunization via corneum 

35 barrier-disrupted murine skin for experimental tumor 

immunoprophylaxis" ; Proc . Natl. Acad. Sci . USA 97: 371-376 (2000)). 
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This method expands the possibility of virus vaccines and cancer 
therapy due to its potential to enable application of virus peptides, 
cancer peptides or antigen DNAs to the barrier-disrupted skin. These 
administration methods can be applied to the present invention. 
5 To accomplish more confident clinical applications, it is 

important to construct human HLA-restricted cancer-specific CTL cell 
lines, and clone genes encoding cancer- react ive CTL-inducing antigens 
recognized by the cell lines to develop target molecules for clinically 
applicable tumor-specific immunotherapy against cancer patients. 

10 Immune response is expected to be induced more efficiently by 

identifying an epitope presented by an HLA of the same type as that 
of a patient, and producing a vector or peptide vaccine of the present 
invention using the identified epitope. 

Cancers that frequently occur in Japanese include, for example, 

15 lung cancer, digestive tract cancer (esophagus, stomach, and colon 
cancers) , liver cancer, head and neck cancer, breast cancer, uterine 
cancer, oophoroma, nephoroma, and leukemia. Among these cancers, it 
is clinically useful, to choose the tissue type of squamous cell 
carcinoma and adenocarcinoma as therapeutic targets, because they 

20 share most of these cancers in Japanese. Epidermal cancers share not 
only the majority of adult malignant tumors in Japanese, but also 
occur most frequently in the world. Therefore, epitopes of epidermal 
cancer cell-specific antigens are suitably used in the present 
invention. Moreover, as for HLA, the identification of HLA-A24 

25 (approximately 60% of cancer patients) , HLA-A2 (approximately 40%) , 
and HLA-A26 (approximately 20%) -restricted CTL-recognized 
cancer-regressive antigens are particularly important, since these 
HLA types are also dominant in Japan. Following these types, 
identification of antigens intended to HLA- All (20%) , HLA-A31 (up 

30 to 20%), andHLA-33 (up to 20%) are also important . Ninety five percent 
or more Japanese possess at least any one of HLA-A24, -A2, -A26, -A31, 
and -A33. Furthermore, these HLA alleles are distributed widely 
beyond the ethnic difference. Therefore, it is preferred to identify 
genes encoding cancer-reactive CTL-inducing antigens from cells 

3 5 having these HLA types, and apply them to the present invention. 

Kyogo Ito (Medical school of Kurume Univ.) et al . have 
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established many specific killer T cells against human HLA 
class -restricted epidermal cancers (adenocarcinoma and squamous cell 
carcinoma) which frequently occur among Japanese, and cloned genes 
encoding antigens recognized by the cells and that have the ability 
5 to induce epidermal cancer-reactive CTL. Furthermore, they 

identified cancer antigen peptides encoded by the genes, and have 
been analyzing their in vitro killer T cell-inducing abilities (Tou, 
U. , Yamana, H., Sueyoshi, S., Shintani, F., Tanaka, T., Kubota, M . , 
Mine, T. , Sasahara, H. , and I to, K., "Cloning and analysis of an antigen 

10 gene from the peripheral blood lymphocytes after the specific adoptive 
immunotherapy by a local injection of CTL from a patient carrying 
esophagus cancer", The Japanese Society of Gastroenterological 
Surgery 33(7): 1191 (2000)). Hitherto, 4 genes (SART-1 to SART-4) 
and 3 genes from squamous cell carcinoma and adenocarcinoma cDNA 

15 libraries, respectively, were cloned and their coding proteins were 
analyzed. Selective apoptosis was induced in cancer cells introduced 
with the SART-1 gene. In addition, the HLA-A24-restricted peptide 
(SART-1 690-698) strongly induced CTL, and the HLA-A26-restricted 
peptide (SART-1 736-744) induced CTL in cancer pat ients with HLA-A2601 , 

20 -A2602, or -A2603 (Yamana, H. and Ito, K. (Medical School of Kurume 
Univ.), "Antigen peptide therapy of tumors; cancer immunotherapy 
using the SART-1 antigen peptide", Journal of Clinical and 
Experimental Medicine 190(2): 129-133 (1999); Inoue, K. (Research 
Institute of National Cancer Center), Nakao, M., Matsunaga, K. , 

25 Matsuoka-kikuchi , S. , Yamana, H. , and Ito, K. (Medical School of Kurume 
Univ.), "Induction of CTL in peripheral blood lymphocytes from 
HLA-A26-positive healthy subjects and cancer patients with different 
HLA subtypes, using the SART-1 peptide", General meeting abstracts 
of Japanese Cancer Association) . Furthermore, the 140 kD 

30 SART- 3 -reactive cancer- react ive CTL-inducing antigen was found to 
selectively express in proliferating cells and also in the nucleus 
of cancer cells, and two nonapeptides that have CTL-inducing ability 
to the lymphocytes of HLA-A24 -positive cancer patients were 
identified within the antigen (Yamana, H., Sasatomi, T., Miyagi, Y., 

35 Tou, U. , Shiromizu, K. , and Ito, K. (Medical School of Kurume Univ.) , 
Japan Surgical Society (supplement) 101: 417 (2000)) . In the interest 
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of the expression of these cancer-reactive CTL-inducing antigens at 
the protein level in various cancers, the SART-1 antigen was expressed 
in 60 to 80% of squamous cell carcinomas and in 40 to 50% of 
adenocarcinomas except for breast cancer; SART-2 in more than 60% 
5 of squamous cell carcinomas; and SART-3 in most malignant tumors 
including adenocarcinomas and squamous cell carcinomas . In contrast, 
these antigens are not expressed in normal tissues except the testicle 
(I to, K. , Shichijo, S., and Yamana, H. (Medical School of Kurume Univ. ) , 
"Tumor immunity 9, Human cancer-specific T cell-recognized antigen 

10 2, Squamous cell carcinoma- reactive CTL-inducing antigen SART-1 and 
peptide vaccines", Immunology Frontier 9(3): 195-204 (1999)). 
HLA-A26 and HLA-A*2402 are shared in 22% and approximately 60%, 
respectively, in Japanese. Therefore, these peptide vaccines are 
expected to be applicable to many squamous cell carcinoma patients 

15 in Japan. Phase 1 clinical studies using the above peptides are being 
planned in Kurume Univ. (Yamana, H. and Ito, K. (Medical School of 
Kurume Univ.), "An explanation of guideline to clinical studies", 
A proposal regarding the first clinical studies on tumor peptide 
vaccines, Cellular Molecular Medicine 1(1): 89-95 (2000)). The 

20 application of the present invention may be useful for epitopes derived 
from these antigen peptides. 

An effective immunotherapy can be conducted by applying genes 
encoding the above-described peptide antigens to the present 
invention. Apart from these antigens, epitopes include the cancer 

25 antigen Muc-1 and the Muc-l-like mucin tandem repeat peptide (US Pat. 
No. 5,744,144) , and the melanoma gplOO antigen. Immunotherapy using 
these genes has been applied to a variety of cancers including breast 
cancers, colorectal cancers, pancreatic cancers, prostate cancers, 
lung cancer, etc. In addition, the gene encoding the above-mentioned 

3 0 tumor antigen peptide HER2 was found to be overexpressed or amplified 
in about 20 to 40% of cases of breast cancers, oophoromas, stomach 
cancers, and non-small cell pulmonary carcinomas, indicating high 
tendency of tumor specificity. Two nonapeptides (HER2p63-71 and 
HER2p780 -788) originating from HER 2, which peptides are derived from 

35 dendritic cells purified from peripheral blood mononuclear cells of 
oophoroma patients and normal healthy subjects are exemplified as 
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epitopes of the present invention (Eur. J. Immunol. 30: 3338-3346 
(2000) ) . Moreover, the vectors or peptides of the present invention 
may be applied to cancer vaccine therapy for CEA-positive progressive 
solid tumors using CEA epitope peptides (Kim, C. etal., Cancer Immunol . 
5 Immunother. 47: W 90-96 (1998)). For example, large amounts of 
peripheral blood mononuclear cells may be isolated from a patient 
by selected collection of blood components, dendritic cells are 
induced by the addition of IL-4 and GM-CSF from the mononuclear cell 
fraction, induced dendritic cells are then introduced with CEA epitope 

10 peptide produced by the vector of the present invention or the vector 
itself, and finally the dendritic cells are subcutaneously 
administered as "DC vaccine" (Okamoto, K. , Shirokazu, T., Sakakura, 
C, Otsuji, E.,Kitamura, K. , and Yamagishi, K. (Kyoto Prefectural 
University of Medicine) , "A case of bone metastatic lung cancer wherein 

15 dissociation between serum CEA values and anti-tumor effect was 
achieved via CEA-specific active immunotherapy", International 
Association of Surgeons and Gastoenterologists) . 

Optionally, the present invention may be applied to general 
diseases. In the interest of diabetes, for example, an insulin 

20 fragment peptide may be used as an epitope to type I diabetes animal 
model (Coon, B. et al . , J. Clin. Invest. 104(2): 189-194 (1999)). 

Compositions comprising a vector of the present invention, or 

an epitope-linked-P2m or MHC class 1/ peptide complex obtained by the 
vector, may be administered at a quantity sufficient to at least 

25 partially induce antigen-specific cellular immune response . However, 
the administration dose of the protein or expression level of the 
gene should be determined by considering its effective level and 
intoxication level . The route of administration may be appropriately 
selected from, for example, percutaneous, pernasal, perbronchial , 

3 0 intramuscular, intraperitoneal, intravenous, intraarticular, and 
subcutaneous administrations, but is not limited thereto. They may 
be administered local or systemically . The induction of cellular 
immunity can be detected by such as CTL assay as described in the 
present invention. 

35 The expression levels of genes introduced into cells using a 

vector of the present invention may be assayed by methods known to 
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those skilled in the art. Transcription products from the genes may 
be detected and/or quantified by, for example, Northern hybridization, 
RT-PCR, or RNA protection assay. The detection by Northern 
hybridization and RNA protection assay can be also performed in situ. 
5 Western blotting, immunoprecipitat ion, RIA, ELISA, Pull-down assay, 
and such, using antibodies may be conducted for the detection of 
translation products. Moreover, for easier detection of expression 
products, tags may be attached to proteins to be expressed or reporter 
genes may be inserted so that they are expressed. Examples of the 

10 reporter genes include p-galactosidase , CAT, alkaline phosphatase, 
and GFP proteins; however, they are not limited thereto. 

The dose of the epitope-linked-(32m or MHC class 1/peptide 
complexes may vary depending on the disease, body weight, age, sex, 
and symptom of the patient, the purpose of administration, the type 

15 of the administered composition, the route of administration, and 
such, but it can be appropriately determined by those skilled in the 
art. The dose may be, for example, within the range of 10 ng/kg to 
100 (jg/kg, preferably 100 ng/kg to 50 |ig/kg, and more preferably 1 
|jg/kg to 5 |ag/kg. When a combination of multiple epitopes are used 

20 for administration, each of the epitopes may be administered at the 
above dose. The Epitope-linked-p2m or the MHC class I/peptide 
complexes may be properly combined with pharmaceutical^ acceptable 
carriers . 

The dose of the vectors may vary depending on the disease, body 
25 weight, age, sex, symptom, purpose of administration, transgene, and 
such, but it can be appropriately determined by those skilled in the 
art. A Paramyxovirus vector is preferably administered at a titer 
within the range of about 10 5 pfu/ml to about 10 11 pfu/ml, more 
preferably about 10 7 pfu/ml to about 10 9 pfu/ml, and most preferably 
30 about lx 10 8 pfu/ml to about 5x 10 8 pfu/ml, within a pharmaceutically 
acceptable carrier. The dose is preferably about 10 5 pfu/round to 
10 11 pfu/round, more preferably about 10 7 pfu/round to 10 9 pfu/round, 
and most preferably about 10 s pfu/round to 10 9 pfu/round. 

The compositions of the present invention comprising virus may 
35 be administered to all mammalian animals including humans, monkeys, 
mice, rats, rabbits, sheep, cattle, and dogs. 
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Brief Description of the Drawings 

Fig. 1 shows the structure of the SeV vector (e/p2m/SeVb) that 
expresses epitope- linked- P2m (e/p2m) . 
5 Fig. 2 shows the structure of the SeVvector that expresses the 

membrane -bound and secretory forms HLA-A*2402 molecules. A 
biotinylation substrate peptide (Bir A substrate peptide) is attached 
to the secretory form HLA-A*2402 molecules. 

Fig. 3 shows the structure of the SeVvector that expresses the 
10 membrane -bound form HLA-A*2402. 

Fig. 4 is a graph showing the result of detection of MHC class 
1/peptide complex recovered from cells co-infected with SeV vectors 
expressing the epitope-linked- P2m and secretory form HLA-A*2402. 
CV-1 cells were co-infected with A24-BSPhis/SeVb and e/p2m/Sevb at 
15 m.o.i 10 and 2, respectively. Three days later, 100 jil of the culture 
supernatant was collected to detect the MHC class 1/peptide complex 

by ELISA. As negative controls, cells infected with P2m/SeVb and 
wt/SeV (wild-type SeV without an exogenous gene) instead of e/P2m/SeVb 
were used. 

20 Fig. 5 depicts a graph and a photograph showing the purification 

of the secretory form MHC class 1/peptide complex. CV-1 cells were 

co-infected with A24-BSPhis/SeVb and e/p2m/SeVb at m.o.i 10 and 2, 
respectively. Three days later, 100 ml of the culture supernatant 
was collected and fractionated by FPLC using anti-His tag antibody. 

25 A portion of each fraction was analyzed by SDS-PAGE and Western 
blotting to quantify the protein concentration. About 1 mg of the 
secretory form MHC class I/peptide complex was recovered. 

Fig. 6 is a graph showing the effect of the membrane -expressed 
form MHC class I/peptide complex. H9 cells (human T cell line, 

30 HLA-A*2402-) were infected with A24full/SeVb and e/Nef 138-p2m/SeVb 
at m.o. i 10 and 2 , respectively. As a negative control , cells infected 
with wt/SeVb instead of e/Nef 138-p2m/SeVb was used. Eighteen hours 
later, the cells were labeled with 100 |iCi of Na 2 51 Cr0 4 for 2 hours 
to perform 51 Cr release assay using Nef -138- 10-specif ic CTL clone. 

35 Fig. 7 shows the effect of the secretory form 

epitope-linked- P2m. H9 cells (HLA-A*2402- , human T cell line) were 
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co- infected with e/Nef 13 8- J32m/SeVb or as a control with wt/SeVat m. o. i 
2. Three days later, the culture supernatant was recovered and 

filtered using 0.22-|im membrane filter. 

As target cells, H9 cells (HLA-A*2402- , human T cell line) 
5 were co-infected with A24full/SeVb and wt/SeV at m.o.i 10 and 2, 
respectively. Eighteen hours after the infection, the target cells 
were labeled with 100 jxCi of Na 2 51 Cr0 4 for 2 hours. Then, the cells 
were pulsed with either the culture supernatant containing the 
e/Nef 13 8- (32m prepared as described above, 10 |iM of Nef 138-10 synthetic 

10 peptide as a positive control, or the culture supernatant of the 
wt/SeV-inf ected cells as a negative control. After an hour, cells 
were subjected to 51 Cr release assay using Nef 138-10-specif ic CTL clone 
As a comparison, H9 cells co-infected with A24full/SeVb and 
e/Nef 138-p2m/SeVb at m.o.i 10 and 2, respectively, were assayed 

15 similarly. 

Fig. 8 depicts photographs showing the detection of 
epitope-specif ic CD8-positive T cells with MHC class I/peptide 
tetramer. 20 ng/ml of RPE-labeled A24/Nef 138-10 tetramer, an MHC 
class I/peptide tetramer, was added to lx 10 6 of peripheral blood 

20 mononuclear cells (PBMC) from HIV-infected subject and normal healthy 
subject (both HLA-A*2402 -positive) , and incubated at 37°C for 15 min. 
The cells were washed once, APC- labeled anti-CD8 was added thereto 
and reacted at 4°C for 20 min. The cells were washed three times and 
fixed with PBS (phosphate-buffered saline) containing 1% 

25 paraformaldehyde. PBS containing 2% fetal calf serum and 0.1% sodium 
azide were used for staining and washing. A fraction containing lx 
10 5 lymphocytes was expanded against A24/Nef 138-10 tetramer and 
anti-CD8 antibody. The numbers in the graph indicate the percentage 
(%) of tetramer positive cells among CD8-positive T lymphocytes. 

30 

Best Mode for Carrying out the Invention 

The present invention is specifically illustrated below with 
reference to the Examples, but is not to be construed as being limited 
thereto. Furthermore, all references cited throughout this 
35 specification are incorporated by reference. 
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[Example 1] Isolation of HLA-A*2402 gene and human 32m gene 

The HLA-A*24 02 gene, one of the human MHC class I gene, and 
the human P2m gene were cloned from messenger RNAs (mRNA) of peripheral 
blood mononuclear cells (PBMC) of a normal healthy subject carrying 
5 the HLA-A24. Micro-FastTrack Kit (Invitrogen) was used for the 
separation of mRNA and AMV-RT First -strand cDNA synthesis kit (LIFE 
SCIENCE) was used for the synthesis of cDNA. 

Using the obtained cDNA as a template PCR was conducted using primer 
sets HLA-5P2 and HLA-3B, and b2m-5'and b2m-3' for the HLA-A*2402 and 

10 p2m genes, respectively. 

HLA-5P2, 5 ' -GGGCGGATCCGGACTCAGAATCTCCCCAGACGCCGAG-3 ' (SEQ ID 

NO: 9) 

HLA-3B, 5 ' - CCGCCTCGAGCTGGGGAGGAAACAGGTCAGCATGGGAAC - 3 ' (SEQ 
ID NO: 10) 

15 b2m-5', 5' -GGCACGAGCCGAGATGTCTCGCTCCGTGGC-3 ' (SEQ ID NO: 11) 

b2m-3', 5 ' -AATTTGGAATTCATCCAATCCAAATGCGGC-3 ' (SEQ ID NO: 12) 
PCR was carried out by 35 cycles of 94°C for 30 sec, 58°C for 
30 sec, and 72°C for 1 min, followed by extension reaction at 72° 
for 7 min. PCR was carried out using Ex Taq (TaKaRa) . PCR products 
20 thus obtained were cloned using pGEM-T vector system (Promega) (dubbed 

A*2402/pGEM and P2m/pGEM, respectively) , and their nucleotide 
sequences were confirmed by sequence reactions. The sequence 
reactions were carried out using dye terminator chemistry (Big-Dye 
terminator cycle sequencing Ready Reaction Kit; Applied Biosystems) 
25 by electrophoresis on AB1-377 DNA Sequencer. 



[Example 2] Construction of epitope-linked- [32m expression vector 
Following steps were performed to construct plasmid (e/P2m/pSeVb) 

that encodes a SeV vector expressing an epitope-linked- P2m. The 
30 insertion of the sequence for each epitope and linkers downstream 

of the P2m signal sequence, and the attachment of E and S signals of 

Sendai virus and NotI recognition site were performed by PCR (Fig.l) . 

The amino acid sequence of the linker (GGGSGGGSGGGS/ SEQ ID NO: 14) 

was designed to have 3 repeated sequences of GGGS (SEQ ID NO: 13) . 
35 Primers used were as follows: 

e/b2m-al, 5' 
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- GGAGGTGGCGGGTCCGGAGGTGGTTCTGGTGGAGGTTCGATCCAGCGTACTCCAAAGATT - 3 ' 
(SEQ ID NO: 15) 

e (Nef ) -a2, 5' 
-TCTGGCCTGGAGGCTAGATATCCACTGACCTTTGGATGGTGCTTCGGAGGAGGTGGCGGGTCC 
5 -3' (SEQ ID NO: 16) 

e(Env)-a2, 5' 
-TCTGGCCTGGAGGCTAGATACCTAAGGGATCAACAGCTCCTAGGGATTGGAGGTGGCGGGTCC 
-3' (SEQ ID NO: 17) 

e/b2m-a3, 5' 
10 - TGCGGCCGCCGTACGGCCGAGATGTCTCGCTCCGTGGCCTTAGCTGTGCTCGCGCTACTCTCT 
CTTTCTGGCCTGGAGGCT-3 ' (SEQ ID NO: 18) 

b2m-d, 5' 
-TTGCGGCCGCGATGAACTTTCACCCTAAGTTTTTCTTACTACGGCGTACGTTACATGTCTCGA 
TCCCACTT-3' (SEQ ID NO: 19) 

15 PCR was carried out using P2m/pGEM as a template and a set of 

primers, e/b2m-al and e/b2m-d, by 15 cycles of 94°C for 1 min, 48°C 
for 1 min, and 72 °C for 1 min, followed by an extension reaction at 
72 °C for 7 min. The obtained PCR product was used as a template for 
further PCR using e(Nef)-a2 or e(Env)-a2 and b2m-d under the same 

20 conditions, followed by another PCR using these products as a templates 
and e/b2m-a3 and b2m-d under the same conditions to obtain e/Nef 138~P2m 
and e/Env584-p2m fragments. Each of these fragments was cloned using 
pGEM-T vector system (Promega) and their sequences were confirmed 
by sequence reactions. Then, each vector containing either of the 

25 fragments was digested with NotI and inserted into the NotI -digested 
site of pSeV18 + b ( + ) , and the nucleotide sequences were confirmed again. 
Thus, e/Nef 13 8 -P2m/pSeVb and e/Env584 -p2m/pSeVb were obtained 
(generically dubbed as "e/P2m/pSeVb" ) . On the other hand, Sendei 
virus P2m/pSeVb expressing native P2m alone was also constructed 

30 similarly as described above, using b2m-a 

(5 ' -TGCGGCCGCCGTACGGCCGAGATGTCTCGCTCCGTGGCCTTA-3 ' (SEQ ID NO: 20) 
and b2m-d. The amino acid sequences of the Nef epitope (Nefl38-10) 
and the Env epitope (Env584-ll) are shown in SEQ ID NOs: 24 and 26, 
respectively. 

35 



[Example 3] Construction of vector expressing secretory form MHC class 
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I heavy chain added with biotinylation substrate peptide 

PCR was used for the attachment of Bir A substrate peptide (BSP) 
sequence (SEQ ID NO: 31) , histidine tag (his) , E and S signals of 
Sendai virus, and Not I site to the extracellular domain of HLA-A*2402 
5 gene (Fig. 2) . 

Primers used were as follows: 

A24-a, 5 ' -TGCGGCCGCCGTACGAGGATGGCCGTCATGGCGCCCCG-3 ' (SEQ ID NO: 32) 
A24-dl, 

5 ' -GTCCCGCAGCTCCATCTTCATTGCCTCAAAGATTCCTCCAAGGGATCCCCATCTCAGGGTG 
10 AGGGGCTT-3 ' (SEQ ID NO: 33) 
A24-dl/his, 

5 ' - CTACGGCGTACGTCAATGGTGGTGATGGTGGTGGTCCCGCAGCTCCAT - 3 ' ( SEQ ID NO : 
34) 

A24-d2/his / 

15 5 ' - TTGCGGCCGCGATGAACTTTCACCCTAAGTTTTTCTTACTACGGCGTACGTCA- 3 ' (SEQ 
ID NO: 35) 

PCR was carried out using A*2402/pGEM as a template and a set 
of primers A24-a and A24-dl, by 15 cycles of 94°C for 1 min, 48°C 
for 1 min, and 72 °C for 1 min followed by an extension reaction at 

20 72 °C for 7 min. The PCR product was used as a template for further 
PCR using A24-a and A24-dl/his under the same conditions, followed 
by another PCR using this PCR product as a template, A24-a and A24d2/his 
as primers under the same conditions to obtain A24-BSPhis fragment. 
A24-BSPhis/pSeVb was obtained similarly as for the generation of 

25 e/(32m/pSeVb. 

[Example 4] Construction of vector expressing membrane -bound form 
MHC class I heavy chain 

The addition of E and S signals of Sendai virus and NotI site 
30 were performed by PCR (Figs. 2 and 3). 
Primers used were as follows: 

A24-a#, 5' -TGCGGCCGCCGTACGCCGAGGATGGCCGTCATGGCGCCCCG-3 ' (SEQ ID NO: 
40) 

A24-d4, 

35 5 ' - TTGCGGCCGCGATGAACTTTCACCCTAAGTTTTTCTTACTACGGCGTACGTCACACTTTAC 
AAGCTGTGAG-3 ' (SEQ ID NO: 41) 
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PCR was carried out using A*2402/pGEM as a template and a set 
of primers A24-a# and A24-d4 by 15 cycles of 94°C for 1 min, 48°C 
for 1 min, and 72° for 1 min, followed by an extension reaction at 
72 °C for 7 min, yielding A24full fragment . A24f ull/pSeVb was obtained 
5 similarly to the generation of e/p2m/pSeVb. 

[Example 5] Reconstitution and infection of Sendai virus vector 

pSeV18 + b(+), pGEM-L, pGEM-P, pGEM-N, and vTF7-3 have been 
described previously (Hasan, M.K. et al . , J. Gen. Virol. 78: 2813-2820 

10 (1997); Kato, A. et al., EMBO. J. 16: 578-587 (1997); Yu, D. et al . , 
Genes Cells, 2: 457-466 (1997)). Reconstitution of Sendai virus 
vector was performed according to the methods described in the above 
references. e/Nef 138-p2m/SeVb and e/Env584-p2m/SeVb (collectively 
called as e/p2m/SeVb) were generated from e/Nef 138-p2m/pSeVb and 

15 e/Env584-p2m/pSeVb, respectively. Furthermore, A-24-BSPhis/SeVb 
and A24full/SeVb were generated from A24-BSPhis/pSeVb and 
A24full/pSeVb, respectively. 

Simian kidney cell lines CV-1 and LLCMK2 were cultured in MEM 
(Sigma) supplemented with 10% fetal calf serum (FCS) , 100 U/ml 

20 streptomycin, and 100 U/ml penicillin (Life Technologies) (M10) . 
Unless otherwise stated, CV-1 cells were infected with recombinant 
Sendai virus at each m.o.i and cultured in a serum- free medium for 
3 days in following infection with Sendai virus. 

25 [Example 6] Recovery and quantification of epitope- linked- P2m 
(e/P2m) 

The culture supernatant of CV-1 cells infected with e/P2m/SeVb 
or P2m/SeVb was centrifuged at 40,000x g to remove Sendai virus 
particles and the supernatant was collected. 

30 Sandwich enzyme -linked immunosorbent assay (ELISA) was used 

for the quantification of e/P2m in the culture supernatant . 2.5 fig/ml 
ant i -human P2 microglobulin monoclonal antibody (DAKO) was used as 
a capture antibody, and 500 ng/ml peroxidase-labeled anti-human P2 
microglobulin monoclonal antibody (DAKO) as a detector antibody. TMB 

35 peroxidase color development kit (BIO-RAD) was used for color 
development . 
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Purified human 02 microglobulin (Biogenesis) was used as the 
standard sample. 

[Example 7] Recovery and purification of secretory form MHC class 
5 I/peptide complex 

CV-1 cells were co-infected with A24-BSPhis/SeVb and 
e/Nef 138-p2m/SeVb or e/Env584-p2m/seVb . The culture supernatant of 
the infected cells was recovered, centrifuged at 40,000x g to remove 
Sendai virus particles and the supernatant was collected. ImM PMSF, 

10 3 |ig/ml leupeptin, 3 jig/ml aprotinin, and 3 |ng/ml peps tat in A were 
added thereto. The secretion of MHC class I/peptide complex into the 
supernatant was confirmed by sandwich ELISA. 1 jag/ml ant i -human MHC 
class I monoclonal antibody (Ancell) was used as a capture antibody, 
and 250 ng/ml peroxidase-labeled anti-human 02 microglobulin 

15 monoclonal antibody (DAKO) as a detector antibody. TMB peroxidase 
color development kit (BIO-RAD) was used for color development (Fig. 
4) . 

The culture supernatant was loaded onto a Hitrap-Chelating 
column (Amersham Pharmacia) filled with NiS0 4 and eluted with a 
20 gradient of 0 to 0.5 M imidazole in buffer containing 0.02 M NaHP0 4 
and 0.5 M NaCl (pH7.4) using FPLC (Amersham Pharmacia). After 
substituting the elution buffer to 10 mM Tris-HCl (pH8.0) using a 
PD-10 column (Amersham Pharmacia) , the solution was ultraf iltrated 
with Centricon-30 (Amicon) (Fig. 5) 

25 

[Example 8] Construction of MHC class I/peptide multimer 

BirA enzyme (Avidity) was used for the addition of biotin. One 
mg of MHC class I/peptide complex (1.8 mg/ml) was reacted with 10 
jig BirA at 25°C for 18 hours in 10 mM Tris-HCl (pH8.0) , 50 mM Bicine 

30 (pH8.3) , 10 mM ATP, 10 mM MgOAc under the existence of 100 (iM biotin. 

The biotinylated MHC class I/peptide complex was purified on 
Superdex 200 HR 10/30 column (Amersham Pharmacia) with 20 mM Tris-HCl 
(pH8.0) -150 mM NaCl by FPLC. Then, the buffer was substituted to PBS 
containing 2 mM EDTA using a PD-10 column, and adjusted to 2 mg/ml 

35 by ultrafiltration using Centricon-30. The biotinylated MHC class 
I/peptide complex was reacted with Streptavidin-RPE (Molecular 
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Probes) at a 1 : 1 ratio of the biotinylated MHC class 1/peptide complex 
to the biotinylation site of streptavidin to form multimers. 

[Example 9] Establishment of Nef 138-10-specif ic CTL clone 
5 PBMC of HIV- 1- infected subject carrying HLA-A*2402 was 

cultured overnight at 3x 10 5 /96-well in 100 |il/well RIO medium. On 
the next day, stimulator cells (autologous PHA-blast activated in 
RPMI1640 (Sigma) supplemented with 0.2 |ig/ml PHA (Sigma) and 10% 
Lymphocult-T (Biotest) (RIO) overnight, irradiated at 3000 rad, and 
10 pulsed with 10 (iM Nefl38-10 for 1 hour) were added and cultured for 
2 weeks in the presence of 1 |ig/ml anti-human CD28. The cells were 
further stimulated with stimulator cells (autologous Epstein-Barr 
virus transformed B cell line (B-LCL) irradiated at 10,000 rad and 

pulsed with 10 jj.M Nef 138-10) ever 2 weeks. After 2 to 4 stimulations, 
15 when CTL activity was confirmed, the cells were cloned. 

The cloning was carried out by incubating the cells at 0.8 
cells/well with lx 10 5 cells/well stimulator cells (autologous B-LCL 
irradiated at 10,000 rad and pulsed with 10 \sM Nef 138-10) and 5x 10 4 
cells/well feeder cells (PBMC from normal healthy subject irradiated 
20 at 3,000 rad) in the presence of 10% Lymphocult-T and 2.5% PHA-sup 
(culture supernatant of PBMC (3x 10 6 /ml) from normal healthy subject 
stimulated with 0.2 (ig/ml PHA for 48 hours) for 3 to 4 weeks. 

[Example 10] Recognition by CTL of SeV- introduced cells forming 

25 membrane -bound form MHC class 1/peptide complex 

CTL 51 Cr release assay was performed as follows. Human CD4 + 
T lymphocyte cell line H9 was cultured in RPMI1160 (Sigma) supplemented 
with 10% FCS, 100 U/ml streptomycin, and 100 U/ml penicillin (R10) . 
The cells (2x 10 3 cells/well; target cells) were labeled with 100 

30 (iCi of Na 2 51 Cr0 4 for 2 hours, washed three times with R10, and pulsed 
with 10 |iM peptide for an hour. When SeV vector- introduced cells were 
used as target cells, the cells were infected with SeV vectors in 
combinations as indicated in Fig. 6 at m.o.i 10:2, 17 hours before 
the labeling (namely, 20 hours before the addition of the effector 

35 cells) . The cells of Example 9 were added as effector cells at each 
E:T ratios (effector cells: target cells) indicated in Fig. 6. The 
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cells were incubated for 4 hours at 37°C, and the amount of 51 Cr released 
in the culture supernatant was determined using a y counter. RIO and 
4% Triton X-100/PBS were added instead of the effector cells for the 
determination of Spontaneous release and Maximum release, 
5 respectively. 

Specific lysis (%) was calculated as (cpm of each sample - cpm 
of Spontaneous release) / (cpm of Maximum release - cpm of Spontaneous 
release) x 100. 

Fig. 6 shows the result of recognition by CTL of the 
10 membrane -bound form MHC class I/peptide complexes. It was revealed 
that antigen-specific CTL activation could be detected in the cells 
co-infected with A24full/SeVb and e/Nef 138-p2m/SeVb. 

[Example 11] Effect of epitope-linked-(32m recovered from SeV-inf ected 
15 cells 

In order to prepare epitope-linked-p2m produced by SeV-infected 
cells, H9 cells were infected with e/Nef 138-p2m/SeVb at m.o. i 2 . Three 
days later, culture supernatant was collected and filtered, yielding 
a solution containing the epitope- linked-p2m. Similarly as in 

20 Example 10, CTL assay was carried out using H9 cells infected with 
A24full/SeVb as target cells to compare the effect of pulsing with 
peptides and that with the above -obtained 

epitope- 1 inked- P2m- containing solution. 
Fig. 7 shows the effect of epitope-linked-p2m. Antigen-specific CTL 

25 activity was revealed to be detected upon the addition of the 
epitope- Iinked-P2m recovered from the culture supernatant of 
SeV-infected cells to the culture solution of the target cells. 

[Example 12] Detection of epitope-specif ic CD8-positive T cells by 
3 0 MHC class I/peptide tetramer 

20 ng/ml RPE-labeled A24/Nef 138-10 tetramer, an MHC class I/peptide 
tetramer, was added to lx 10 6 peripheral blood mononuclear cells (PBMC) 
from HIV- 1- infected and normal healthy subjects (both carrying 
HLA-A*2402) , and reacted at 37°C for 15 min. The cells were washed 
35 once, APC-labeled anti-CD8 was added thereto and reacted at 4°C for 
20 min. After washing three times, cells were fixed with PBS 
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(phosphate -buf f ered saline) containing 1% paraformaldehyde. PBS 
containing 2% FCS and 0.1% sodium azide was used for staining and 
washing. The results are shown in Fig. 8. In the figure, lx 10 5 
lymphocyte fraction was expanded against A24/Nef 138-10 tetramer and 
5 anti-CD8, and the numbers indicate the percentage (%) of 
tetramer-positive T cells among the CD8-positive T cells. 

Industrial Applicability 

According to the present invention, epitope- linked-p2m and MHC 

10 class I/peptide complexes can be efficiently expressed in mammalian 
cells . The epitope-linked-P2m and MHC class I/peptide complexes thus 
obtained are extremely useful for: (1) the detection and 
quantification of antigen-specific CTL; (2) antigen presentation to 
antigen-specific CTL utilizing the purified epitope-linked-p2m 

15 protein; and (3) induction of antigen-specific cellular immune 
response via in vivo or ex vivo introduction of a virus vector. The 
epitope- linked-P2m and MHC class I/peptide complexes that can be 
obtained by the present invention are useful for the detection and 
quantification of CTL reactive to autologous antigens, virus antigens, 

20 tumor antigens, or the like. In addition, these complexes are useful 
for the induction of protective immunity against infection with 
viruses, bacteria, etc., and for immunotherapy against cancers. 
Moreover, the vectors of the present invention are useful as vectors 
for gene therapy in the induction of protective immunity for infectious 

25 diseases and immunotherapy for cancers. 
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CLAIMS 

I. A mammalian cell-infecting virus vector that encodes an 
epitope-linked-P2m in an expressible manner. 

5 2. The virus vector of claim 1, wherein said mammalian 

cell -infecting virus vector is a Paramyxovirus vector. 

3. The virus vector of claim 2, wherein said Paramyxovirus is 
Sendai virus . 

4. The virus vector of any one of claims 1 to 3, wherein said 
10 epitope comprises an amino acid sequence of an epitope peptide 

presented by an antigen-presenting cell, or a portion thereof. 

5. The virus vector of any one of claims 1 to 4, wherein said 
epitope is a partial peptide of a HIV-1 virus protein. 

6. The virus vector of claim 5, wherein said epitope comprises 
15 the amino acid sequence of SEQ ID NO: 24 or 26, or a portion thereof. 

7. The virus vector of any one of claims 1 to 4, wherein said 
epitope is a partial peptide of a tumor antigen. 

8. The virus vector of any one of claims 1 to 7, wherein said 
vector comprises the amino acid sequence of SEQ ID NO: 13 or a repeated 

20 sequence thereof between said epitope and P2m sequences. 

9. A method for producing an epitope-linked-P2m, which 
comprises the steps of: 

(a) introducing the virus vector of any one of claims 1 to 8 
into a mammalian cell, and 

25 (b) recovering the epitope- linked-P2m from the mammalian cell 

introduced with the vector or the culture supernatant thereof. 

10. An epitope-linked-P2m produced by the method of claim 9. 

II. A method for producing a heterodimer comprising an 

epitope-linked-p2m, which comprises the steps of: 
30 (a) introducing the virus vector of any one of claims 1 to 8 

into a mammalian cell, and 

(b) recovering the produced heterodimer from the mammalian cell 
introduced with the vector or the culture supernatant thereof. 

12. A method for producing an MHC class I/peptide complex 
35 comprising an MHC class I heavy chain and an epitope- linked-p2m, which 
comprises the steps of: 
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(a) introducing the virus vector of any one of claims 1 to 8 
into a mammalian cell, and 

(b) recovering the produced MHC class 1/peptide complex from 
the mammalian cell introduced with the vector or the culture 

5 supernatant thereof. 

13. The method of claim 12, wherein said method further 
comprises the step of introducing a virus vector expressing the MHC 
class I heavy chain into the mammalian cell. 

14 . The method of claim 13 , wherein said MHC class I heavy chain 
10 is a secretory form. 

15 . The method of claim 14 , wherein said MHC class I heavy chain 
comprises a biotinylation substrate peptide. 

16. The method of any one of claims 13 to 15, wherein said MHC 
class I heavy chain is an A24 -restricted HLA class I heavy chain. 
15 17. The method of claim 16, wherein said A24-restricted HLA 

class I heavy chain is derived from A*2402. 

18. The method of claim 15, wherein said method further 
comprises the steps of biot inylating said MHC class I heavy chain 
comprising the biotinylation substrate peptide and assembling the 

20 biotinylated MHC class I heavy chain in the presence of avidin. 

19. An MHC class I/peptide complex produced by the method of 
any one of claims 12 to 18. 

20. The MHC class I/peptide complex of claim 19, wherein said 
complex is a tetramer. 

25 21. An inducer of antigen-specific cellular immune response 

comprising the virus vector of any one of claims 1 to 8, the 
epitope- Iinked-P2m of claim 10, or the MHC class I/peptide complex 
of claim 19 or 20. 

22. A pharmaceutical composition comprising the virus vector 

30 of any one of claims 1 to 8, the epitope-linked-P2m of claim 10, or 
the MHC class I/peptide complex of claim 19 or 20. 

23. A mammalian cell, wherein the virus vector of any one of 
claims 1 to 8 has been introduced. 

24. A cell that has the epitope-linked-P2m of claim 10 on the 
35 cell surface. 

25. The cell of claim 23 or 24, wherein a gene encoding an MHC 
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class I heavy chain has been exogenously introduced. 

26. The cell of claim 25, wherein said MHC class I heavy chain 
is a membrane -bound form. 

27. The cell of claim 25, wherein said MHC class I heavy chain 
5 is a secretory form. 

28. The cell of any one of claims 23 to 27, which is a dendritic 

cell. 

29. An inducer of antigen-specific cellular immune response 
comprising the cell of any one of claims 23 to 28. 

10 30. A pharmaceutical composition comprising the cell of any 

one of claims 23 to 28. 

31. A detection agent for antigen-specific T lymphocytes 
comprising the MHC class I/peptide complex of claim 19 or 20. 



15 
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ABSTRACT 

The present inventors constructed mammalian cell -infecting 
virus vectors encoding epitope -linked- p2m and succeeded in 
5 large-scale expression of epitope-linked-p2m in mammalian cells . The 
present invention provides mammalian cell-infecting virus vectors 
that encode epitope-linked- p2m microglobulin (p2m) and uses thereof. 
Furthermore, the present invention provides a method for producing 
an MHC class I/peptide complex using the vector. In particular, a 

10 tetramerized MHC class I/peptide complex is useful in detecting 
epitope-specif ic CD8-positive T cells. Moreover, the present 
invention provides cells introduced with the vector. Target cells 
added with epitope-linked- P2m produced by the vector of the present 
invention are also provided. These cells were recognized by 

15 antigen-specific cytotoxic T lymphocytes (CTL) . The vectors of this 
invention and polypeptides obtained via the expression of the vectors 
are useful in immunotherapy for infections and cancers, and in the 
detection and quantification of antigen-specific CTL. 
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